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PREFACE 

The  volume  here  presented  is  primarily  a  treatise  on  the  funda- 
mental laws  and  technique  of  Bacteriology,  as  illustrated  by  their 
application  to  the  study  of  pathogenic  bacteria. 

So  ubiquitous  are  the  bacteria  and  so  manifold  their  activities 
that  Bac*teriology,  although  one  of  the  youngest  of  sciences,  has 
alrejuly  been  di\ided  into  special  fields — Medical,  Sanitary,  Agricul- 
tural, and  Industrial — having  little  in  conmion,  except  problems  of 
general  bacterial  physiology  and  certain  fundamental  technical  pro- 
cedures. 

From  no  other  point  of  approach,  however,  is  such  a  breadth  of 
conception  attainable,  as  through  the  study  of  bacteria  in  their  rela- 
tion to  disease  processes  in  man  and  animals.  Through  such  a 
study  one  must  become  familiar  not  only  with  the  growth  character- 
istics and  products  of  the  bacteria  apart  from  the  animal  body,  thus 
gaining  a  knowledge  of  methods  and  pro(?edures  common  to  the  study 
of  pathogenic  and  non-pathogenic  organisms,  but  also  with  those 
complicated  reactions  taking  place  between  the  bacteria  and  their 
pnxlucts  on  the  one  hand  and  the  cells  and  fluids  of  the  animal  body 
on  the  other — ^reactions  which  often  manifest  themselves  a^s  symptoms 
and  lesions  of  disease  or  by  visible  chang(vs  in  the  test  tube. 

Through  a  study  and  comprehension  of  the  processes  underlying 
thc,»8e  reactioiLs,  our  knowledge  of  cell  physiology  has  been  broadened, 
and  facts  of  inestimable  value  have  been  discovered,  which  have 
thrown  light  upon  some  of  the  most  obscure  problems  of  infection 
and  immunity  and  have  led  to  hitherto  unsusi)ect(Hl  methods  of 
trc»atment  and  diagnosis.  Thus,  through  Medical  Bact(Ti()l()gy — that 
highly  specialized  offshoot  of  General  Biology  and  Pathology — have 
been  given  hsLvk  to  the  parent  sciences  and  to  Medicine  in  gen(Tal 
methods  and  knowledge  of  the  widest  application. 

It  has  been  our  endeavor,  therefore,  to  present  this  pha<*e  of  our 
subject  in  as  broad  and  critical  a  manner  as  possible  in  the  sections 
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iloaliii^  with  infection  and  immunity  and  with  methods  of  l)iolo<z;ical 
diagnosis  and  tn»atnient  of  disease,  so  that  the  student  and  practi- 
lioiUT  of  nuMlieine,  by  Iweoniing  famiHar  with  underlying  laws  and 
prineiples.  may  not  only  lx»  in  a  ixxsition  to  realize  the  m(»aning  and 
Hco|M»  <»f  sonu»  of  th(NS(»  newer  discoveries  and  methods,  hut  may  Ik* 
ill  In^tter  position  to  decide  for  themselv(»s  th(»ir  projxM*  ap]>lication 
und  limitations. 

We  havi'  not  hesitated,  whenever  necessary  for  a  projKT  unde'r- 
Hlfuiding  c»f  processes  of  bacterial  nutrition  or  j)hysiology,  or  for 
lin*adtli  of  view  in  consid(Ting  problems  of  the  relation  of  bacteria 
to  our  fiHwl  supply  and  (Mivironment,  to  make  fn»e  ust*  of  illustrations 
fnMM  the  nion»  s|H»cial  (ields  of  agricultural  and  sanitary  bacteriology, 
auid  sonn'  s|H»cial  methods  of  the  bacteriology  of  sanitation  are  given 
ill  thi?  ht**t  division  of  the  lM)ok,  dealing  with  th(»  bacteria  in  relation 
to  our  Uhh\  und  environnjent. 

In  ecHiclusion  it  nniy  Ik»  said  that  the  scope  and  arrangement  of 
♦lubjw'tH  treat4»d  of  in  this  book  an*  the  direct  outcome  of  many  yeai's 
\if  •'XjiiwncH'  hi  the  instruction  of  students  in  m<»(Ucal  and  in  advanccHJ 
itnTVHnaty  counw'S  in  bacteriology,  and  that  it  is  our  hop(*  that  this 
-vxduxue  Miay  not  J)nly  nMH»t  the  uckmIs  of  such  students  but  may  prov(» 
g:  Tbluf?  to  the  pnu'titioner  of  mc^dicinc*  for  whom  it  has  also  been 

J  i^  a  xjleaHure  to  :wknowledg(^  the  court<»sy  of  thos(»  who  furnishe<l 
:»- 'imij  iDuKlmtioiis  for  use*  in  the  text,  and  our  hidebtedness  to  Dr. 
:^^QHer  floijkinH  and  Pn)fcssor  Francis  Carter  Wood  for  a  numJK'r 
t  tB*  TiliutwnicrograpliH  taken  esixjcially  for  this  work. 

P.  11.  11.,  .hi., 
H.  Z. 
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THE   DEVELOPMENT  AND   SCOPE  OF   BACTERIOLOGY 

As  we  trace  back  to  their  ultimate  origins  the  lines  of  development 
of  living  beings  of  the  animal  and  plant  kingdoms,  we  find  them  con- 
verging toward  a  common  type,  represented  by  a  large  group  of  uni- 
cellular organisms,  so  simple  in  structure,  so  unspecialized  in  function, 
tiiat  their  classification  in  either  the  realm  of  plants  or  that  of  animals 
becomes  little  more  than  an  academic  question.  However,  even  such 
microorganisms,  in  which  the  functions  of  nutrition,  respiration,  loco- 
motion, and  reproduction  are  concentrated  within  the  confines  of  a 
single  cell,  and  in  which  adaptation  to  special  conditions  more  readily 
brings  about  modifications  leading  to  the  production  of  a  multitude  of 
delicately  graded  transitional  forms,  fall  into  groups  which,  either  in 
structure  or  in  biological  attributes  show  evidence  of  a  tendency 
toward  one  or  the  other  of  the  great  kingdoms. 

Most  important  of  these  unicellular  forms,  for  the  student  of  medical 
science,  are  the  bacteria  and  the  protozoa. 

The  former,  by  reason  of  their  undifferentiated  protoplasm,  their 
occ:isional  possession  of  cellulose  membranes,  their  biological  tendency 
to  synthetize,  as  well  as  to  break  down  organic  compounds,  and  because 
of  the  transitional  forms  which  seem  to  connect  them  directly  with  the 
lower  plants,  are  generally  placed  in  the  plant  kingdom.  The  latter, 
chiefly  on  the  basis  of  metabolism,  are  classified  with  the  animals. 

Knowledge  of  the  existence  of  microorganisms  as  minute  as  the 
ones  under  discussion,  was  of  necessity  forced  to  await  the  perfection  of 
in^struments  of  magnification.  It  was  not  until  the  latter  half  of  the 
sc'venteenth  century,  therefore,  that  the  Jesuit,  Kircher,  in  1659,  and 
the  Dutch  linen-draper,  van  Leeuwenhoek,  in  1675,  actually  saw  and 

1 


2  BIOLOGY  AND  TECHNIQUE 

described  living  beings  too  small  to  be  seen  with  the  naked  eye.  There 
can  be  no  doubt  that  the  small  bodies  seen  by  these  men  and  their  many 
immediate  successors  were,  at  least  in  part,  bacteria.  And  indeed  the 
descriptions  and  illustrations  of  several  of  the  eariiest  workers  cor- 
respond with  many  of  the  forms  which  are  well  known  to  us  at  the 
present  day. 

During  the  century  following  the  work  of  these  pioneers,  the  efforts 
of  investigators  lay  chiefly  in  the  more  exact  morphological  description 
of  some  of  the  forms  of  unicellular  life,  already  known.  Conspicuous 
among  the  work  of  this  period  is  that  of  Otto  Friedrich  Miiller.  In  the 
generation  following  Miiller's  work,  however,  a  marked  advance  in  the 
study  of  these  forms  was  made  by  Ehrenberg,^  who  established  a 
classification  which,  in  some  of  its  cardinal  divisions,  is  retained  until 
the  present  day. 

Meanwhile  the  regularity  with  which  these  "animalcula"  or  "in- 
fusion animalcula  "  were  demonstrable  in  tartar  from  the  teeth,  in  intes- 
tinal contents,  in  well-water,  etc.,  had  begun  to  arouse  in  the  minds  of 
the  more  advanced  physicians  of  the  time  a  suspicion  as  to  a  possible 
relationship  of  these  minute  forms  with  disease.  The  conception  of 
"contagion,''  or  transmission  of  a  disease  from  one  human  being  to 
another,  was,  however,  even  at  this  time,  centuries  old.  The  fact  had 
been  recognized  by  Aristotle,  had  been  reiterated  by  medieval  philos- 
ophers, and  had  led,  in  1546,  to  the  division  of  contagious  diseases  by 
Fracastor,  into  those  transmitted  "per  contactum,''  and  those  con- 
veyed indirectly  "per  fomitem."  It  was  for  these  mysterious  facts  of 
the  transmissibility  of  disease,  that  clinicians  of  the  eighteenth  century, 
with  remarkable  insight,  saw  an  explanation  in  the  microorganisms  dis- 
covered by  Leeuwenhoek  and  his  followers. 

In  fact,  Plenciz  of  Vienna,  writing  in  1762,  not  only  expressed 
a  belief  in  the  direct  etiological  connection  between  microorganisms 
and  some  diseases,  but  was  the  first  to  advance  the  opinion  that  each 
malady  had  its  own  specific  causal  agent,  which  multiplied  enormously 
in  the  diseased  body.  The  opinions  of  this  author,  if  translated  into 
the  language  of  our  modem  knowledge  of  the  subject,  came  remark- 
ably near  to  the  truth,  not  only  as  regards  etiology  and  transmission, 
but  also  in  their  suggestion  of  a  specific  therapy  for  each  disease. 

The  conception  of  a  "contagium  vivum''  was  thus  practically  es- 
tablished with  the  work  of  Plenciz  and  many  others  who  followed  in 


» "  Die  Infusionstierchen/'  etc.,  Leipzig,  1838. 
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his  train,  but  the  astonishingly  shallow  impression  which  the  acute 
reasoning  of  these  men  left  upon  the  medical  thought  of  their  day 
furnishes  an  excellent  example  of  the  futility  of  the  most  penetrating 
speculation  when  unsuppoited  by  experimental  data. 

The  real  advancement  in  the  scientific  development  of  the  subject 
was  destined  to  be  carried  on  along  entirely  different  lines.  In  1837, 
Schwann,  a  botanist,  showed  that  the  yeasts,  found  in  fermenting  sub- 
stances, were  living  beings,  which  bore  a  causal  relationship  to  the  proc- 
ess of  fermentation.  At  almost  the  same  time,  similar  observations  were 
made  by  a  French  physicist,  Cagniard-Latour.  The  opinions  advanced 
by  these  men  on  the  nature  of  fermentation  aroused  much  interest 
and  discussion,  since,  at  that  time  and  for  a  long  period  thereafter, 
fermentation  was  ascribed  universally  toprotcid  decomposition,  a  process 
which  was  entirely  obscure  but  firmly  believed  to  be  of  a  purely  chemical 
nature. 

Although  belief  in  the  discovery  of  Schwann  did  not  completely 
master  the  field  until  after  Pasteur  had  completed  his  classical  studies 
upon  the  fermentations  occurring  in  beer  and  wine,  yet  the  conception 
of  a  "  fermcntum  vivum  "  aroused  much  speculation,  and  the  attention 
of  physicians  and  scientists  was  attracU»d  to  the  many  analogies  ex- 
isting between  phenomena  of  fermentation  and  those  of  disease. 

The  conception  of  such  an  analogy,  however,  was  not  a  new  thought 
in  the  philosophy  of  the  time.  Long  before  Schwann  and  Cagniard- 
Latour,  the  philosopher  llobert  Boyle,  working  in  the  seventeenth 
century,  had  prophesied  that  the  mysteiy  of  infectious  diseases  would  be 
solved  by  him  who  should  succeed  in  elucidating  the  nature  of  fermenta- 
tion. 

Nevertheless,  the  diligent  search  for  microorganisms  in  relation  to 
various  diseases  which  followed,  led  to  few  results,  and  the  successes 
which  were  attained  were  limited  to  the  diseases  caused  by  some  of 
the  larger  fungi,  favus  (LS39),  thrush  (18^39),  and  pityriasis  versicolor 
(1S46).  During  this  time  of  arch^nt  but  often  poorly  controlled  etiolog- 
ical research,  it  was  Henle  who  formulated  the  postulates  of  conserva- 
tism, almost  as  rigid  as  the  later  postulates  of  Koch,  requiring  that 
proof  of  the  etiological  relationship  of  a  microorganism  to  a  disease 
could  not  be  brought  merely  by  finding  it  in  a  lesion  of  the  disease,  but 
that  constant  presence  in  such  lesions  nmst  be  proven  and  isolation  and 
study  of  the  microorganism  away  from  the  diseased  body  must  be  car- 
ried out. 

It  was  during  this  period  also  that  one  of  the  most  fundamental 
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questions,  namely,  that  of  the  origin  of  th(»so  minute  living  beings,  was 
being  discussed  with  much  passion  by  i\u)  scientific  world.  It  was  lield 
by  the  conservative  majority  that  the  microorganisms  described  by 
Leeuwenhoek  and  othera  after  him,  w-ere  produced  by  spontaneous 
generation.  The  doctrine  of  spontaneous  generation,  in  fact,  was 
solidly  established  and  sanctified  by  tradition,  and  had  been  applied 
in  the  past  not  alone  to  microorganisms.*  And  it  must  not  be  forgotten 
that  without  the  aid  of  our  modern  methods  of  stud}',  satisfactory 
proof  for  or  against  such  a  process  was  not  (»asily  l:)rought. 

Needham,  who  published  in  1749,  had  spent  much  time  in  fortify- 
ing his  opinions  in  favor  of  spontaneous  g(»neration  ])y  extensive  ex- 
perimentation.    He  had  placed  putrefying  material  and  vegetable  in- 
fusions in  sealed  flasks,  exposing  them  for  a  short  time  to  heat,  b}'' 
immersing  them  in  a  vessel  of  boiling  water,  and  had  later  shown  them 
to  be  teeming  with  microorganisms.     He  was  suppoi*t<»d  in  his  views 
by  no  less  an  authority  than  BufTon.    Th(^  work  of  Needham,  however, 
show-ed  a  number  of  experimental  inaccuracies  which  were  thoroughly 
sifted  by  the  Abbe  Spallanazani.     This  invc^stigator  repeated  the  ex- 
periments of  Needham,  employing,  h()W(»v(M',  greater  care  in  stealing  his 
flasks,  and  subjecting  them  to  a  more  thorough  exposure  to  heat. 
His  results  did  not  support  the  views  of  Needham,  l)ut  were  answered 
by  the  latter  with  the  argument  that  by  (^xcessiv(?  heating  he  had  pro- 
duced chemical  changes  in  his  solutions  which  had  made  spontaneous 
generation  impossi])l(». 

The  experiments  of  Schidze,  in  ls:^(),  who  failed  to  find  living  organ- 
isms in  infusions  which  had  been  boih^l,  and  to  which  air  had  been 
admitted  only  after  passage  through  strongly  acid  solutions,  and  similar 
results  obtained  by  Schwann,  who  had  passed  tho  air  through  highly 
heated  tubes,  were  open  to  criticism  by  their  o])ponents,  who  claimed 
that  chemical  alteration  of  the  air  subjected  to  such  drastic  influences, 
had  been  responsibU*  for  the  absence  of  ])acteria  in  tiie  infusion.  Similar 
experiments  by  Schrocder  and  Dusch,  who  had  stopncnul  their  flasks 
with  cotton  plugs,  were  not  ojx'U  to  this  objection,  Init  had  also  failed  to 
convince.     The  (luestion  was  not  definitely  settl(M.l  initil  the  vears  im- 


>  Vallori-Rjulot,  in  hi^  lifr  of  PastiMir.  slntcfl  that  Van  irolmont.  in  the  six- 
teenth centur>%  had  fxWvn  a  c<*lol)ral<'fl  incscHpMDn  for  \hv  creation  of  mice 
from  dirty  linen  ami  a  few  grains  of  wlicat  or  pieces  of  cln'<'.se.  Derini;  the  centu- 
ries following,  although,  of  cr)urs<'.  swell  n'niarkaMe  and  aniusiii<i  beliefs  no  longer 
held  sway,  nevertheless  tlie  (question  of  Npoiitaneous  jreneratirm  of  minute  and 
structurclesij  bcnlies,  like  the  bacteria,  still  found  learned  and  thoughtful  partisans. 
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mediately  following  1860,  when  Pasteur  conducted  a  series  of  experi- 
ments which  were  not  only  important  in  incontrovertibly  refuting  the 
doctrine  of  spontaneous  generation,  but  in  establishing  the  principles 
of  scientific  investigation  which  have  influenced  bacteriological  re- 
search since  his  time.' 

Pasteur  attacked  the  problem  from  two  points  of  view.     In  the 
fimt  pace  he  demonstrated  that  when  air  was  filtered  through  cotton- 
wool, innumerable  microorganisms  were  deposited  upon  the  filter.    A 
single  shred  of  such  a  contaminated  filter  dropped  into  a  flask  of  pre- 
vioiLsly  sterilized  nutritive  fluid,  sufficed  to  bring  about  a  rapid  and 
luxuriant  growth  of  microorganisms.    In  the  second  place,  he  succeeded 
in  showing  that  similar,  sterilized  "  putrescible ''  liquids,  if  left  in  con- 
tact with  air,  would  remain  uncontaminated  provided  that  the  en- 
trance of  dust  particles  were  prohibited.    This  he  succeeded  in  doing  by 
devising  flasks,  the  necks  of  which  had  been  drawn  out  into  fine  tubes 
bent  in  the  form  of  a  U.    The  ends  of  these  U-tubes,  being  left  open, 
permitted  the  sedimentation  of  dust  from  the  air  as  far  as  the  lowest 
angle  of  the  tube,  but,  in  the  absence  of  an  air  current,  no  dust  was 
carried  up  the  second  arm  into  the  liquid.    In  such  flasks,  he  showed 
that  no  contamination  took  place  but  could  be  immediately  induced 
by  slanting  the  entire  apparatus  until  the  liquid  was  allowed  to  run 
into  the  lx»nt  ann  of  the  U-tube.     Finally,  by  exposing  a  series  of 
flasks  containing  sterile  yeast  infusion,  at  different  atmospheric  levels, 
in  places  in  which  the  air  was  subject  to  varj^ing  degrees  of  dust  con- 
tamination, he  showed  an  inverse  relationship  between  the  purity  of 
the  air  and  the  contamination  of  his  flasks  wdth  microorganisms. 

The  doctrine  of  spontaneous  generation  had  thus  received  its  final 
refutation,  except  in  one  particular.  It  was  not  yet  clear  why  com- 
plete sterility  was  not  always  ol^tained  by  the  application  of  definite 
degrees  of  heat.  This  final  link  in  the  chain  of  evidence  was  supplied, 
some  U'Ti  years  later,  by  Cohn,  who,  in  187 1,  was  the  first  to  observe  and 
correctly  interpret  bacterial  spores  and  to  demonstrate  their  high  powers 
of  resistance  against  heat  and  other  deleterious  influences. 


Mn  a  letter  to  his  foremost  opponent,  at  this  period,  Pasteur  writes:  "In 
experimental  science,  it  is  always  a  mistake  not  to  doubt  when  fads  do  not  compel 
affirmation.*' 

The  critical  spirit  per\-a<ling  the  scientific  thought  of  that  time  in  France  is 
al0O  well  expressed  by  Oliver  Wendell  Holmes,  who  said  that  he  had  learned  three 
things  in  Paris:  *'Not  to  take  authority  when  I  can  have  facts,  not  to  guess  when 
1  can  know,  and  not  to  think  that  a  man  must  take  physic  because  he  is  sick.'' 
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Meanwhile,  Pasteur,  parallel  with  his  researches  upon  spontaneous 
[incineration,  had  been  carrying  on  experhnc^nts  upon  the  subject  of 
fermentation  along  the  lines  suggestcnl  by  Cagniard-Latour.  As  a 
consequence  of  these  experiments,  he  not  only  confiniied  the  opinions 
both  of  this  author  and  of  Schwann  concerning  the  fcM'mentation  of  beer 
and  wine  by  yeasts,  but  was  able  to  show  that  a  number  of  other  fer- 
mentations, such  as  those  of  lactic  and  l)utyric  acid,  as  well  as  the  de- 
composition of  organic  matter  by  i)ut refaction,  were  directly  due  to  the 
action  of  microorganisms.  It  was  the  discovery  of  the  living  agents 
underlying  putrefaction,  especially,  which  exerted  the  most  active 
influentre  upon  the  medical  n^search  of  the  day.  This  is  illustrated  by 
Lister\s  work.  The  supi)urative  proc(»sses  occurring  in  infecti»d  wounds 
had  long  been  regard(?d  as  a  sj)ecies  of  putrefaction,  and  Ijord  Lister, 
working  directly  ui)on  the  premises  supplied  by  Pasteur,  introduced 
into  both  the  active*  and  prophylactic  treatment  of  surgical  wounds, 
the  antisej)ti(^  principl(\s  which  alone  have  made  modern  surgery  poiwible. 

There  now  followed  a  period  in  which  bacteriological  investigation 
was  conc(jntraU^d  upon  probk^ms  of  etiology.  StinuilaUnl  by  Pasteur's 
successes,  the  long-cheiished  hope  of  finding  some  sjK^cific  microorgan- 
ism as  the  causal  agent  in  each  inf(;ctious  disetusc*  was  revived. 

Pollender,  in  ISof),  had  reported  th(*  presence*  of  rod-shaped  bodies 
in  the  blood  and  spk^en  of  aninuds  dead  of  anthrax.  Brauell,  several 
years  later,  had  made  similar  ^observations  and  had  (expressed  definite 
opinions  as  to  the?  causative*  relationship  of  these  rods  to  the  disease. 
Convincing  proof,  however,  had  not  b(*(*n  l)rought  by  eithiT  of  these 
obst»rvers.  Finally,  in  1<S()3,  Davaine,  in  a  senes  of  brilliant  investi- 
gations, not  only  confirmed  tlu^  obscM'vations  of  tlui  two  aut hoi's  men- 
tioned above,  but  succeeded  in  demonstrating  that  the  di.sease  could 
be  transmitted  by  means  of  blood  containing  these  rods  and  couUl  never 
be  transmitted  ])v  blood  from  whicrh  theses  rods  wviv  absent.  Anthrax, 
thus,  is  th(i  first  dis(*ase  in  which  definite  proof  of  bacterial  causation 
was  l)rought. 

Speaking  before  the  French  Academy  of  Medicine  at  this  time, 
Davaine  suggested  that  the?  manif(\stations  of  the  disease*  might  in 
reality  re*pre^sent  the  re*sults  of  a  spe*ciric  fe^rmentation  ])roduce*d  by  the 
bacilli  he  had  found.  This,  in  a  crude  way,  e\j)resses  the*  moelem 
conception  e)f  infe'e*ti(3us  elisease. 

Within  a  few  ye*ars  after  this,  ISGS,  the  adhere*nts  of  the  parasitic 
theory  of  infectious  dise*a.se's  we-re*  furthe*r  e'ncouraged  by  the*  eliscovery, 
by  Obermeier,  of  a  spirillum  in  the  bk)oel  of  })atients  sufTe*ring  from 
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relapsing  fever.  It  is  not  surprising  that  the  successes  attained  in  these 
diseases,  fostering  hope  of  analogous  results  in  all  other  similar  condi- 
tions, but  without  the  aid  of  adequate  experimental  methods,  should 
have  led  to  many  unjustified  claims  and  to  much  fantastic  theorizing. 
Thus  Hallier,  at  about  thLs  time,  advanced  a  theory  as  to  the  etiology 
of  infectious  diseases,  in  which  he  attributed  all  such  conditions  to  the 
moulds  or  hyphomycetes,  regarding  the  smaller  form  or  bacteria  as 
developmental  stages  of  these  more  complicated  forms.  Extravagant 
conjectures  of  this  kind,  however,  did  not  maintain  themselves  for  any 
length  of  time  in  the  light  of  the  critical  attitude  which  was  already 
pervading  bacteriological  research. 

Progress  was  made  during  the  years  immediately  following,  chiefly 
in  the  elucidation  of  suppurative  processes.  Rindfleisch,  von  Reckling- 
hausen, and  Waldeyer,  almost  simultaneously,  described  bodies  which 
they  observed  in  sections  of  tissue  containing  abscesses,  and  which  they 
believed  to  be  microorganisms.  Notable  support  was  given  to  their 
opinion  by  similar  observations  made  upon  pus  l)y  Klebs,  in  1870.  In 
view,  however,  of  the  purely  morphological  nature  of  their  studies,  the 
opinions  of  these  observers  did  not  entirely  prevail.  Satisfactory 
methods  of  cultivation  and  isolation  had  not  yet  been  developed,  and 
Billroth  and  his  followers,  with  a  conservatism  entirely  justified  under 
existing  conditions,  while  admitting  the  constant  presence  of  bacteria 
in  purulent  lesions,  denied  their  etiological  significance.  The  contro- 
versy that  followed  was  rich  in  suggestions  which  greatly  facilitated 
the  work  of  later  investigators,  but  could  not  be  definitely  settled  until 
lcS80,  when  Koch  introduced  the  technical  methods  which  have  made 
bacteriology  an  exact  science.  By  the  use  of  soUd  nutritive  media,  the 
isolation  of  bacteria  and  their  biological  study  in  pure  culture  were  made 
possible.  At  about  the  same  time  the  use  of  anil  in  dyes,  developed 
byWeigert,  Koch,  and  Ehrlich,  was  introduced  uito  morphological  study 
and  facilitated  the  observation  of  the  finer  structural  details  which  had 
been  unnoticed  while  only  the  grosser  methods  employed  for  tissue 
staining  had  been  available. 

With  the  publication  of  Koch\s  work,  there  began  an  era  unusually 
rich  in  results  held  in  leash  heretofore  by  inadequate  technical  methods. 
The  discover^'  of  the  typhoid  bacillus  in  1880,  of  the  bacillus  of  fowl 
cholera  and  the  pneumococcus  in  the  same  year,  and  of  the  tubercle 
bacillus  in  1882,  initiated  a  series  of  etiological  discoveries  which,  ex- 
tending over  not  more  than  fifte(»n  years,  elucidated  the  causation 
of  a  majority  of  thv  infectious  diseases. 
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Coincident  with  the  elucidation  of  etiological  facts  began  the  inquin' 
into  that  fi(»ld  which  is  now  spoken  of  as  the  science*  of  iinnmnity.  The 
phenomena  which  accompany  the  developnuuit  of  insusceptibility 
to  iDacterial  infections  in  man  and  in  animals,  first  studied  by  Past^'ur, 
have  become  the  subject  of  innumerable  researches  and  have  led  to 
results  of  the  utmost  practical  value. 

Th(^  i^roblems  which  were  encountered  were  first  studied  from  a 
purely  bacteriological  point  of  view,  l)ut  th(»ir  solution  has  shed  light 
upon  biological  principles  of  the  broadest  application.  Investigations 
into  the  properties  of  innnunc  sera,  while  making  bacteriology''  one  of 
the  most  important  branches  of  diagnostic  and  therapeutic  medicine, 
have,  at  the  same  time,  inseparably  linked  it  with  physiology^  and 
experimental  pathology. 

By  th(^  revelations  of  etiological  res(*arch,  and  by  the  study  of  the 
biological  properties  of  pathogenic  bacteria,  contagion,  an  enemy  hitherto 
unsetMi  and  mysterious,  was  unmask(»d,  and  rational  campaigns  of  public 
sanitation  and  personal  hygiene  w(M'e  nuide  possil)le.  Upon  the  same 
elucidations  has  dept^ndtMl  the  development  of  modem  surgery — a 
sci(»nce  which  without  asepsis  and  antisepsis  would  have  been  doomed 
to  remain  in  its  medieval  condition. 

Apai*t  from  its  importance*  in  the  purely  medical  sciences,  the  study 
of  the  bacteria  has  shed  IxMK^ficial  light,  moreover,  upon  many  other 
fields  of  human  activity.  In  their  relationship  to  decomposition,  the 
conditions  of  the  soil,  and  to  diseases  of  plants,  the  bact<»ria  have* been 
found  to  occupy  a  position  of  gr(»at  importance  in  agriculture.  Knowl- 
edge of  bacterial  and  yenst  ftM'ments,  furthermore,  has  become  the  scien- 
tific basis  of  many  industries,  chiefly  those  concerned  in  the  production 
of  wine,  b(»er,  and  dairy  products. 

The  scoi)e  of  bacteriology  is  thus  a  wide*  one,  and  none  of  its  various 
fields  has,  as  yet,  been  fully  (explored.  Th(»  future  of  the  science  is  rich 
in  allurement  of  interest,  in  ]»roniis(»  of  result,  and  in  possible  benefit 
to  mankind. 


CHAPTER  II 

GENERAL    MORPHOLOGY,    REPRODUCTION,    AND   CHEMICAL 
AND  PHYSICAL  PROPERTIES  OF   THE   BACTERIA 

Bacteria  arc  exceedingly  minute  unicellular  organisms  which  may 
occur  perfectly  free  and  singular,  or  in  larger  or  smaller  aggregations, 
thus  forming  multicellular  groups  or  colonies,  the  individuals  of  which 
are,  however,  physiologically  independent. 

The  cells  themselves  have  a  number  of  basic  or  ground  shapes  which 
may  be  roughly  considered  in  three  main  classes:  The  cocci  or  spheres, 
the  bacilli  or  straight  rods,  and  the  spirilla  or  curved  rod  forms. 

The  cocci  are,  when  fully  developed  and  free,  perfectly  spherical. 
WTien  tw^o  or  more  are  in  apposition,  they  may  be  slightly  flattened  along 
the  tangential  surfaces,  giving  an  oval  appearance. 

The  bacilli,  or  rod-shaped  forms,  consist  of  elongated  cells  whose 
long  diameter  may  be  from  two  to  ten  times  as  great  as  their  width, 
with  ends  squarely  cut  off,  as  in  the  case  of  bacillus  anthracis,  or  gently 
rounded  as  in  the  case  of  the  typhoid  bacillus. 

The  spirilla  may  vary  from  small  comma-shaped  microorganisms, 
containing  but  a  single  curve,  to  longer  or  more  sinuous  forms  which 
may  roughly  be  compared  to  a  corkscrew,  being  made  up  of  five,  six, 
or  more  curves.  The  turns  in  the  typical  microorganisms  of  this  class  are 
always  in  three  planes  and  are  spiral  rather  than  simply  curved. 

Among  the  known  microorganisms,  the  bacilli  by  far  outnumber 
other  forms,  and  are  probably  the  most  common  variety  of  bacteria  in 
existence.  Many  variations  from  these  fundamental  types  may  occur 
even  under  normal  conditions,  but  contrary  to  earlier  opinions  it  is 
now  positively  known  that  cocci  regularly  reproduce  cocci,  bacilli 
bacilli,  and  spirilla  spirilla,  there  being,  as  far  as  we  know,  no  mutation 
from  one  form  into  another. 

The  size  of  bacteria  is  subject  to  considerable  variation.  Cocci  may 
var}'  from  .15  /( to  2.  //  in  diamot(»r.  The  average  size  of  the  ordinary 
pus  coccus  varies  from  .S  /i  to  1.2  /t  in  diameter.  Fischer  has  given  a 
grapliic  illustration  of  the  size  of  a  staphylococcus  by  calculating  that 
one  billion  micrococci  could  easily  be  contained  in  a  drop  of  water  hav- 
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ing  a  volume  of  one  cubic  millimeter.    Among  the  bacilli  the  range  oi 
size  is  subject  to  even  greater  variations.    Probably  the  smallest  of  the 
common  bacilli  is  the  bacillus  of  influenza  which  measures  about  .0  /tin 
length  by  .2  jw  in  thickness.    The  limit  of  the  optical  possibilities  of  the 
modern  microscope  is  almost  reached  by  some  of  the  known  micro- 
organisms, and  it  is  not  at  all  out  of  question  that  some  of  the  disease?^* 
for  which,  up  to  the  present  time,  no  specific  microorganisms  have 
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Fia.  1. — Types  of  BAcrrKHiAL  Morphoi/kjy. 

been  found,  may  ])e  caused  ])y  bacteria  so  small  as  to  be  invisible  by  any 
of  our  present  methods.    In  fact,  the  virus  causing  the  peripneumonia  of 
cattle  has  been  shown  to  ])ass  through  the  pores  of  a   Herkefeld  filter, 
which  an*  impenetrable*  to  the  smallest  of  the  known  ])acteria.* 

M0RPH0L06T  OF  THE   BACTERIAL   CELL 

When  imstained,  most  bactc^'ia  are  transpiiriMit,  colorless,  and  ap- 
parently homogeneous  bodies  with  a  low  refractive*  index.  The  cells 
thems(;lves  consist  of  a  nuuss  of  protoj^lasni,  surrounded,  in  most  in- 
stances, bv  a  delicate  cell  membrane. 

The  presence  of  a  nurJeus'  in  bacterial  cells,  though  d(*nied  by  the 
earlier  writers,  has  been  demonstrated  beyond  (luc^stion  by  Zettnow, 
Nakanishi,^  and  others.  TIk*  original  opinion  of  Zettnow  was  that  the 
entire  bacterial  bodv  consist e(l  of  nuclear  nuiterial  intimat(*lv  inter- 
mingled  with  the  cytoplasm.    The  opinion  now  held  by  most  observ'ers 


'  Xorard  and  Hoax,  Ann.  Past..  12.  ISOS. 

2  .4.  Fisrhrr,  Jalirhiirher  f.  \vis.spn.  Botanik,  xxvii. 

*  Nakanishi,  Munc)i.  ine<i.  W'ocli.,  vi,  1900. 
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who  have  studied  this  phase  of  the  subject  favors  the  existence  of  an 
ectoplasmic  zone  which  includes  cell  membrane  and  flagella,  but  is 
definitely  a  part  of  the  cytoplasm,  and  an  entoplasm  in  which  is  con- 
centrated the  nuclear  material.  Biitschli '  claims  to  have  demonstrated 
within  this  entoplasmic  substance  a  reticular  nu^shwork,  between  the 
spaces  of  which  lie  granides  of  chromophilic  or  nuclear  material. 
Confirmation  of  this  opinion  has  been  brought  by  Zettnow-  and  others. 
Xakanishi,  working  with  a  special  staining  method,  asserts  that  some 
microorganisuLs  show  within  the  entoplasmic  zone  a  well-defined, 
minute,  round  or  oval  nucleus,  which  possess(»s  a  definitely  charac- 
terlstir  staining  reaction.' 

In  the  lx)dies  of  a  large  number  of  bacteria,  notably  in  those  of  the 
^liphtheria    group,    Ernst,*    Babes, ^    and    others    have    demonstrated 
granular,  deeply  staining  bodies  now  spoken  of  as  metachromatic  gramdeSy 
or  Babes-Ernst  granules,  or,  because  of  their  frequent  position  at  the  ends 
of  bacilli,  as  polar  bodies.     These  structures  are  irregular  in  size  and 
dumber,  and  have  a  strong  affinity  for  dyes.     They  are  stained  dis- 
tinctly dark  in  contrast  to  the  r(»st  of  the  bacterial  cell  with  methylene 
oliie,  and  may  be  demonstrated  by  the  special  methods  of  Neisser  and 
^f  Roux."    Th(ur  interpretation  luis  been  a  matter  of  nmch  difficulty 
and  of  varied  opinion.    Those  who  fii*st  o])sei*ved  them  held  that  they 
Were  a  part  of  the  nuclear  material  of  the  cell.    Others  have  regarded 
them  as  an  early  stage  in  sj)ore  formation,  or  as  arthrospores.'  Again, 
they  have  b(*en  interpreted  as  structures  comparable  to  the  centrosomes 
of  other  unic(4hilar  forms.    As  a  matter  of  fact,  the  true  nature  of  these 
bodies  is  by  no  means  certain.     They  are  present  most  regularly  in 
nu'croorganisms  taken  from  young  and  vigorous  cultures  or  in  those 
taken  directly  from  the  lesions  of  disease.    It  is  unlikely  that  they  repre- 


»  BtiUchli, "  Hau  der  Bakt<?rien,"  Ixjipzig.  1800.    » Zettnow,  Zeit.  f.  llyg.,  xxiv,  1897. 

>Thp  method  of  Nakanishi  is  carried  out  as  follows:  Thoroughly  cleansed 
((lide^  are  coverwJ  \inlh  a  saturated  acjueous  solution  of  methylene  hlue.  This  is 
spread  over  the  slide  in  an  even  film  ami  allowed  to  dry.  After  drying,  the  slide 
should  l)e  of  a  transparent,  sky-blue  color.  The  microorganisms  to  be  examineil  are 
then  emulsified  in  w^arm  water,  or  are  taken  from  the  fluid  media,  and  dropped  upon 
a  cover  slip.  This  is  placed,  face  downwartl,  uj)on  the  blue  ground  of  the  slide.  In 
this  u-ay.  bacteria  are  stained  without  fixation.  Nakanishi  claims  that  by  this 
method  the  entoplasm  is  stained  blue,  while  the  nuclear  material  appears  of  a  reddish 
or  puri'ii^'ih  hue. 

«  Erwit,  Zeit.  f.  Hyg.,  iv.  1888.  «  Babes,  Zeit.  f.  Hyg.,  v,  1889. 

*  See  section  on  stains,  p.  107.  '  <^  section  on  sporulation,  p.  16. 
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sent  structures  in  any  way  comparable  to  spores,  since  cultures  con- 
taining individuals  showing  metachromatic  granules  arc  not  more 
resistant  to  deleterious  influences  than  are  others.  Their  abundant 
pres(»nce  hi  young  and  vigorous  cultures,  on  the  other  hand,  seems  to 
indicate  a  relationship  between  them  and  the  growth  energ}-  of  the 
microorganisms.  There  is  no  evidenc^e,  however,  to  prove  that  these 
])odi(\s  have  any  bearing  upon  the  virulence  of  the  bacteria. 

Cell  Membrane  and  Capsule. — Actual  proof  of  the  exist<^nce  of  a  cc*!^ 
membrane  has  been  brought  in  the  cases  of  some  of  the  larger  fomi^ 
only,^  but  the  presence  of  such  envelopes  may  be  inferred  for  mos*'^ 

bacteria  by  their  behavior  durir^iS 
plasmolysis,  where  definite  retrace  " 
tion    of  the    protoplasm   from    ^' 
well-d(^fined  cell  outline  has  beer^ 
repeateilly  observed.    The  occurs- 
rence,    furthermore,    of    so-eallet  1 
"shadow  forms''  which  appear  ar« 
empty  capsules,  and  of,  occasion— 
^  ^  ;.  ^      -  ■■■      ^^^y^    ^  well-outlined   cell     body, 

'^J^^  ^?w   4  ''iv        j>       aft(M'  the  vegetative  form  has  en- 

f^^  Wi  #  B"  .'■      tin^ly  degenerated    in  the  course 

^       ,  \  of  sporulation,  mak(5  the  assump- 

tion of  the  pres(uice  of  a  cell 
nKMnbrane  appear  extremely  well 
founded.  Differing  from  the  cell 
meinl)ranes  of  plant  cells,  cellulose 
has  not,  exc(^pt  in  isolated  insianc(\s,  been  demonstrable  for  bact<»ria, 
and  the  membrane  is  j)()ssibly  to  l:)e  re«::ard(^d  rather  as  a  peripheral 
protoplasmic  zon(\.  wliicli  remains  unstained  by  the  usual  manipula- 
tions. Zettnow,^  wlio  has  carefully  stu<lied  the  structure  of  some  of 
the  larger  forms,  takes  the  latter  view,  and  regards  the  "ecto- 
plasmic"  zone  as  a  pnrt  of  the  cell  protoplasm,  which,  how€»ver,  is 
entirely  devoi<l  of  nuclear  material.  The  opinion  of  Zettnow^  is, 
furthermore,  borne  out  by  the  greatly  increased  size  of  the  bacterial 
cells  as  seen  by  means  of  special  stains. 

Many  bacteria  have  been  shown  to  possess  a  mucoid  or  g(4atinous 
envelope  or  chiksuIc.  Accordhig  to  Migula,'  such  an  envelope  is  pres(nit 


^ 


Fig.  2. — Bactehial  Capsules. 


^  Hutseldi,  1(K\  cit.  -  Zittnow,  lor,  cit. 

3  Mujula,  "  Sv.stcnio  <1.  Baktoricn."  1,  p.  50. 
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on  all  bacteria,  though  it  is  in  only  a  few  species  that  it  is  sufficiently 

w'vW  developed  and  stable  to  be  easily  demonstrable  and  of  difT(»rcntial 

value.    When  stained,  the  capsule  takes  the  ordinaiy  anilin  dyes   less 

df^'ply  than  does  the  bacterial  cell  body,  and  varies  greatly  in  thickness, 

ranging  from  a  thin,  just  visible  margin  to  dimensions  four  or  five 

tiiiios  exceeding  the  actual  size  of  the  bact<>rial  body  itself.     This  stnic- 

tun»  is  perfectly  developcnl  in  a  limited  number  of  bacU^ria  only  in  which 

it    then  bt»comes  an  important  aid  to  identification.    Most  prominent 

among  such  bacteria  are  Diplococcus   pneumonia?,  Micrococcus  tetra- 

^onus,  the  bacilli  of  the  Friedliinder  group,  and  B.  aerogenes  capsulatus. 

Tile  development  of  the  capsule  seems  to  depend  intimately  upon  the 

c*i\yironment  from  which  the  bacteria  are  taken.    It  is  most  easily  de- 

ii'ioiL'^tmble  in  preparations  of  bac^teria  takcm  directly  from  animal 

tissues  and  fluids,  or  from  media  containing  animal  serum  or  milk. 

^Vhen  cultivated  for  any  prolonged  period  upon  artificial  media,  many 

<^ther\^-ise  capsulated  microorganisms  no  longer  show  this  characteristic 

*^trurture. 

Capsules  may  be  d(»monstrated  on  bacteria  taken  from  artificial 
^ledia  most  successfully  when  albuminous  substanc(*s,  such  as  ascitic 
fluid  or  blood  serum,  are  present  in  the  culture*  media,  or,  as  Hiss  has 
pointed  out,  when  the  bacteria  are  smeared  upon  cover  slip  or  slide  in  a 
<lrop  of  IxM^f  or  other  stTum.^ 

It  is  believed  by  most  observers  that  the  capsuk*  represents  a  swelling 

of  the  ectoplasmic  zone  of  bacteria.     By  others  it  is  regarded  as  an 

oviilence  of  the  formation  of  a  mucoid  intercellular  substance,  some  of 

which  remains  adheriMit  to  the  individual  bactcM'ia  when  removed  from 

cultures.    It  is  noticeable,  indeed,  that  som(>  of  the  capsulated  bacteria, 

especially  Streptococcus  mucosus  and  B.  nmcosus  capsulatus,  develop 

such  remarkably  slimy  and  gelatinous  colonies  that,  when  these  are 

touched  with  a  platinum  wire,  mucoid  threads  and  strings  adhere  to 

the  loop. 

Exactly  what  the  significance  of  the  capsules  is  can  not  be  decided  as 
yet.  A  definite  relation  to  virulence,  although  suggestcnl,  has  not  been 
satisfactorilv  demonstrat(»d.  Wlu^ther  thev  are  ])r()tective  in  function 
or  whether  they  are  evidenc(\s  of  dc^gcmeration  is  a  ([uestion  which  nmst 
be  left  open  until  further  evidence  is  at  hand. 

Organs  of  Locomotion. — When  suspendcnl  in  a  drop  of  fluid  many 
l)acteria  are  sc^en  to  be  actively  motile.     It  is  inii)oilant,  however,  in 


^Htss,  Jonr.  Kxp.  M(m1.,  vi,  1905. 
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all  cases  to  distinguish  between  actual  motility  and  the  so-called  Brown- 
ian  or  molecular  movement  which  takes  place  whenever  small  particles 
are  held  in  suspension  in  a  fluid. 

Brownian  or  molc^cuhir  movement  is  a  phenomenon  entirely  es^- 
plained  by  the  physical  principles  of  surface  tension,  and  has  absolutely' 
no  relation  to  independent  motility.  It  may  ])e  seen  when  particles  of 
carmine  or  any  other  insoluble  substance  are  suspended  in  w-ater,  and 
consists  in  a  rapid  to  and  fro  vacillation  during  which  there  is  actually*" 
no  permanent  change  in  position  of  the  moving  particle  except  inas^- 
much  as  this  is  influenced  by  currents  in  the  drop. 

The  true  motility  of  ])acteria,  on  the  other  hand,  is  active  motiom. 
due  to  impulses  originating  in  th(^  bact(»ria  themselves,  where  the  actual 
l)osition  of  the  bacterium  in  the  field  is  permanently  changed. 

The  ability  to  move  in  this  way  is,  so  far  as  we  know,  limited  almost 
entirely  to  the*-  bacilli  and  spirilla,  there  being  but  few  instances  where 
m(»mbei*s  of  the  coccus  group  show  active  motility.  In  all  cases,  with 
the  (exception  of  some  of  the  spirochetes,  where  motility  ma}'  occasionally 
b(»  due  to  an  undulating  membrane*  marginally  placed  along  the  bcKly, 
bacterial  motility  is  due  to  hair-like  organs  known  as  JlcnjeUa,  These 
flagella  have  rarely  been  seen  during  life,  and  thcur  nnrognition  and  study 
has  be(»n  made  possible  only  by  special  staining  mc^thods,  such  as  those 
devised  by  Loeffl(T,  van  T^rmengeni,  Pitt ,  and  otlicM's. 

In  such  stained  preparations,  the  bacterial  cc^ll  bodies  often  appear 
thicker  than  when  ordinary  dyt^s  an*  used,  and  the  flagella  apparently 
are  seen  to  arise  from  the  thickened  ectoplasmic  zone. 

Th(*  flagella  are  long  fdamtMits,  av(»raging  in  thickness  from  one-tenth 
to  one-thirtieth  that  of  tlu*  bacterial  bodv,  which  often  are  (Uilicatelv 
waved  and  undulating,  and,  judging  from  the  j)ositi(ms  in  which  thc^y 
become  fixed  in  preparations,  move  by  a  wavy  or  screw-like  motion. 
In  length  they  are  subj(*ct  to  nuich  variation,  but  are  supposed  to  be 
generally  longer  in  old  than  in  young  cultures.  Veiy  short  flagella  have 
b(»en  described  only  on  nitrosomonas,  one  of  the*  nitrifying  bacteria 
di.scovered  by  Winogradsky.* 

As  to  the  finer  structures  of  flagella,  little  cnn  be  made  out  except 
that  they  possess  a  higher  refractive  index  than  the  cell  body  itself, 
and  that  thoy  can  be  stained  only  with  those  dyc^s  which  bring 
clearly  into  view  the  supposedly  true  cj-toplasm  of  the  cell. 
Whether  they  penetrate  this  cyto]>Iasmic  membrane  or  wh(»ther  they 


>  WimHfraihky,  Arch.  <lcs  sci.  hiologkiuos,  Si.  Petersburg.  l.SU'i,  F,  1  and  2. 
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arc  a  direct    continuation  of    this  peripheral   zone   of  the   bacterial 
body,  can  not  be  decided. 

The  manner  in  which  bacteria  move  is  naturally  subject  to  some  var- 
iation depending  upon  the  number  and  position  of  the  flagella  possessed 
by  them.    Whether  bacteria  exercise  or  not  the  power  of  motility  de- 
pends to  a  large  extent  upon  their  present  or  previous  environment. 
They  an?  usually  most  motile  in  vigorous  young  cultures  of  from  twenty- 
four  to  forty-eight  hours'  growth  in  favorable  media.     In  old  cultures 
niotility  may  be  diminished  or  even  inhibited  by  acid  formation  or  by 
other  deleterious  products  of  the  bacterial  metabolism. 

At  the  optimum  growth-temperature  motility  is  most  active,  and  a 
diminution  or  mcrease  of  the  tempi^rature 
to  any  considerable  degree  diminishes  or 
iiihibits  it.  Thus  actively  motile  organisms, 
in  the  fluid  drop,  may  be  seen  to  diminish 
Aisstiucily  in   activity  when   left    for    any 

prolonged    time   in  a  cold  room,  or  when      ,,,^   3.-Arrangement  of 
i-ne  preparation  is  chilled.    Any  influence,  Hactkhial  Fl.\gella. 

^  other  words,  chemical  or  physical,  which 

^^'nds  to  injure  or  depress  physiologically  the  l)acteria  in  any  way,  at 
^He  same  time  t<mds  to  inhibit  their  motility. 

Messc»a'  has  proposed  a  da^ssifi cation  of  bacteria  which  is  based 
upon  the  arrangement  of  their  organs  of  motility,  as  follows: 

I.  Gynmobac'teria,  possessing  no  flagella. 

II.  Trichobact^'ria,  with  flagella. 

1.  Monotricha,  having  a  single  flageUum  at  one*  pole. 

2.  Lophotricha,  having  a  tuft  of  flagella  at  one  pole. 

3.  Amphitricha,  with  flagella  at  both  poles. 

4.  Peritricha,    with    flagella    completely   surroundhig   the   bac- 

terial body. 
Bacterial  Spores. — A  large  number  of  bactiTia  possesses  the  power  of 
developing  int^  a  soi*t  of  encysted  or  resting  stage  by  a  process  commonly 
sfx)ken  of  as  s|K)rulation  or  s])()re  formation.  The  formation  of  spores 
by  bacteria  depends  largely  upon  environmental  conditions,  ami  the 
optimum  environment  for  spore  formation  diffei*s  greatly  for  various 
species.  It  is  usually  necessary  that  a  tempcTatun^  of  over  20°  C. 
exist  in  order  that  spores  may  be  formed.  Unfavorable  factoi>?,  like 
acid  formation,  accumulation  of  bacterial  products  in  old  cultures,  or 


» Mcssca,  Cent.  f.  Hakt.,  I,  Ucf.  ix,  1891. 
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lack  of  nutrition,  frequently  seem  to  constitute  the  stimuli  which  lead 
to  sporulation.  In  the  case  of  some  species,  notably  the  anthrax  bacillus, 
spores  are  formed  only  in  the  presence  of  fn^e  oxygen  and  are  therefore 
never  formed  within  the  tissues  of  infected  animals.  It  is  claimed  that 
some  of  the  pathogenic  anaerobes,  like  B.  tetani  and  the  bacillus  of 
malignant  edema,  may  form  spores  antierobically.  Nevertheless  it  has 
been  obs(»rved  that  when  an  absolute  exclusion  of  oxygen  is  practiced 
in  the  cultivation  of  these  bacteria,  vegetative  forms  only  are  seen  in 
the  cultures.^ 

The  process  of  sporulation  is  by  no  means  to  be  regarded  as 
a  method  of  multiplication,  since  it  rarely  occurs  that  a  single  bacil- 
lus produces  more  than  (me  spore.  In  some  species  of  bacteria  the 
formation  of  several  spores  in  one  individual  has  occasionally  been 
observed,  but  there  can  be  no  question  about  the  fact  that  such  a 
condition  is  exceptional. 

Varieties  of  spores  are  often  n^ognized,  the  so-called  arthrospores 
and  the  true  spores  or  (»ndospon*s.  It  is  seriously  in  doubt  wh(»ther  the 
structures  once  spoken  of  as  arthrosj  ores  should  be  couvsidered  as  in  any 
way  comparable  to  tnie  spores.  Thc^y  are  representcMl  by  the  granular 
and  globular  appearances  occasionally  observed  in  old  cultures  of  some 
bact<>ria,  notably  streptococcus,  cholera  spirillum,  diphth(M*ia  bacillus, 
and  others.  It  was  b(4i(»v(Hl  that  thev  were  due  to  a  transfonnation  of 
certain  individuals  of  the  cultures  into  mon^  resistant  forms.  It  is 
probable,  however,  that  such  structures  are  merely  to  be  regarded  as 
evidences  of  involution  or  degeneration,  since  it  has  n(»v(M*  been  demon- 
strated that  cultures  containing  tlieni  are  more  resistant  either  to  dis- 
infectants or  to  heat,  than  cultures  showing  no  evidences  of  such  forms. 
The  true  spores  or  endospores  are  most  connnon  among  bacilli,  and 
are  ran^ly  obser\'(Hl  among  the  .splu^rical  bacteria.  Th(»y  arise  within 
the  body  of  the  individual  bacterium  as  a  small  granule  which  probably 
represents  a  concentration  of  the  j)rotoplasmic  substance.  Xakanishi^ 
claims  that  there  is  a  (l(»finite  relation  between  these  sporogenic  globules 
and  the  nuclear  material  of  the  bactc^rial  cell.  At  the  time  at  which 
sporulation  occurs  there  is  usually  a  slight  and  gradual  thickening  of  the 
bacillarv  body.  After  the  formation  of  this  thickening,  a  spore  mem- 
brane appeal's  about  tlu*  sann^  thickcMied  area.  The  completcMl  spore  is 
usuallv  round  or  oval,  has  an  extremc^lv  high  i<'fra('tive  iiulex,  and  a 


^  Zi'n^str,  Jour.  Kxp.  Mod.,  viii.  \*M)\\,  p.  'yV2. 
^Nakant'shi,  Miinch.  mcil.  Woch..  HKM).  p.  i\S{). 
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membrane  which  is  very  resistant.  Muhlsehlegcl  *  believes  that  the  spore 
membrane  is  a  double  structure,  and,  as  stated  before,  Nakanishi  believes 
that  the  spore  contains  nuclear  material. 

The  position  of  the  spore  in  the  mother  cell  is  of  some  differential 
importance  in  that  it  is  usually  con- 
stunt  for  one  and  the  same  species. 
Tliiui,  the  spoix^s  of   the   tetanus 
l>iicillus  are    regularly  situated  at 
1 1 10  extreme  ends  of  the  bacillary 
I  *c)ili(»s,  while  those  of  anthrax  are 
s^itutited  at  or  near  the  middle. 

Physiologically,  sporulation  is  probably  to  be  regarded  as  a  method 
eucystment  for  the  purpose  of  resisting  unfavorable  environm(»nt, 


? 


Fig.  4. — Vaiuous  Positions  of  Spores 
IN  Bacterial  Cell. 
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and  it  is  indeed  tnie  that  species 
of  bacteria  the  vegetative  fonns  of 
which  are  rather  easily  injured  by 
heat,  light,  drying,  and  chemicals 
have  a  (comparatively  enormous  re- 
sistance to  these  agents  after  the 
formation  of  spores.  Thus,  while  a 
10-per-cent  solution  of  carbolic  acid 
will  kill  the  v(^getative  forms  of 
anthrax  ])acilli  within  twenty  min- 
utes, anthrax  spores  are  able  to  resist 
the  same  disinfectant  for  a  long 
period  in  a  concentration  of  over  50 
per  cent;  and  while  the  vegetative 
forms  of  the  same  bacillus  show  little 
more  resistance  against  moist  heat 
than  other  vegetative*  fomis,  the 
spores  will  withstand  the  action  of 
live  steam  for  as  long  as  ten  to  twelve 
germination  by  simple  transition;  C,   minutes  and  mor(\ 

<'Io«tmiium   butvricum,  polar  germi-  x\-\  ^u  r 

^.  '  »  *-         o  Uhenc^ver   the  s])ores  of  any  mi- 

nation.  ,  . 

croorganism  are  brought  into  an  en- 
vLTonmcnt  suitable  for  bacterial  growth  as  to  temperature,  moisture, 
and  nutrition,  the  spores  develo])  into  vegetative*  forms.  This  process 
differs  according  to  species.     In  general  it  consists  of  an  elongation  of 


<*f 


Fig.  5. — Germination  of  Spores. 
.1.  Bacillus  subtilis.  eiiuatorial  spore 
gennination;     B,  Bacillus    anthracis. 


>  Muhhchlegel,  Cent.  f.  Bakt.,  II  Abt..  vi,  1900,  p.  65. 
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the  spore  body  with  a  loss  of  its  highly  rcfractilc  character  and  resist- 
ance to  staining  fluids.  Tlie  developing  vegetative  cell  may  now 
rupture  and  slip  out  of  the  spore  membrane  at  one  of  its  poles,  leav- 
ing the  empty  spore  capsule  still  visible  and  attached  to  the  bacillary 
body.  Again,  a  similar  process  may  take  place  equatorially  instead 
of  at  the  pole.  In  other  species  again,  there  may  be  no  rupture  of 
the  spore-membrane  at  all,  the  vegetative^  form  arising  by  gradual 
elongation  of  the  spore  and  an  absorption  or  solution  of  the  mem- 
brane which  is  indicatc^d  by  change  in  staining  reaction.  Division  by 
fission  in  the  ordinary  way  then  ensues. 

REPRODUCTION   OF   BACTERIA 

Bacteria  multiply  by  cell  division  or  fission.  A  young  individual 
increases  in  size  up  to  the  limits  of  the  adult  form,  when,  by  simple 
cleavage,  at  right  angles  to  the  long  axis,  without  any  discoverable 
process  of  mitosis  or  nuclear  clianges,  it  divides  into  two  individuals. 
In  spite  of  the  (planus  of  various  bacteriologists,  nota])ly  Nakanishi,* 
traceable  analogy  to  the  kaiyokuRvsis  of  other  cells  hiis  not  been 
definitely  established.  In  the  case  of  the  spherical  bacteria  a  slight 
change  to  the  elliptical  form  takes  place  just  before  cl(»avagc  imd 
this  cleavage  may  occur  in  one*  plane  only,  in  two  planes,  or  in  three 
planes.  According  to  the  limitations  of  cleavage  direction,  the  cocci 
assume  a  chained  appearance  (streptococci),  a  grape-like  appearance 
(staphylococci),  or  an  arrangi^nent  in  packets  or  cubes  having  three 
dimensions  (sarcinaO.  In  the  cases  of  bacilli  and  spirilla,  cleavage 
takes  place  in  the  direction  of  the*  short  axis.  The  individuals,  aft-er 
cleavage,  may  separate  from  (*ach  other,  or  may  remain  mutually 
coherent.  The  cohesion  after  cleavage  is  pronounced  in  some  species  of 
bacteria  and  slight  in  others,  and,  together  with  the  plane  of  cleavage, 
determines  the  morphology  of  th(^  cell-groups.  Thus  among  the  cocci 
diplo-  or  double  forms,  long  (chains  and  slioil  chains  may  aris(»  and  fur- 
nish a  charact(M*istic  of  great  aid  in  differentiation.  Similarly  among 
the  bacilli  there  are  forms  which  ai>pear  characteristically  as  singk* 
individuals  and  othei*s  which  fonn  chains  of  varying  Ic^ngth. 

The  rate  of  groN\ih  vari(»s  to  a  certain  extent  with  the  species,  and 
also  with  the  favorable*  or  unfavorable  character  of  the  environment. 
A  generation,  that  is,  the  time  elapsing  in  th(*  interval  between  one 


*  Nakanishi,  Cent.  f.  Bakt.,  1,  xxx,  1901. 
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tleavaRC  and  the  next,  has  been  eatimated  by  A.  Fischer'  as  being 
»boul  twenty  minutes  for  the  cholera  apirilhim  and  16-20  minutes  for 
bwillus  eoli  communis,  under  the  most  favorable  conditions.  The  same 
Mlhor  has  calculated  that  under  these  conditions  a  single  cholera 
spirillum  would  yield  1600  trillions  in  a  single  day.  Such  &  multipllca- 
tion  rate,  however,  is  probably  not  usual  under  natural  or  even  artificial 
fondilions,  both  on  account  of  lack  of  nutritive  material  and  because  of 
inliibition  of  the  groivth  of  the  bacteria  by  their  own  products. 

VARIATIOKS  OF  BACTERIAL  FORBIS 

Variations  from  the  basic  forms  considered  in  the  preceding  sec- 
tion may  occur,  but  are  not  common  among  bacteria  under  normal 
eonditioDfi.    Thus  the  formation  of  club  shapes  by  a  thickening  of  the 


).   6. — DliX: EN E RATION  FoKUB  O 


a  DiFHTHRRi.t:.    (After  Zettnow.) 


iMfiUary  body  at  one  or  both  ends  has  been  frequently  observed  among 
barteria  of  the  diphtheria  group,  and  in  the  glanders  bacillus,  and  an 
irrppilar  beading  is  not  infrequently  observed  in  tubercle  bacilli  under 
Donnal  conditions.  Such  pictures  can  not,  in  these  cases,  be  regarded 
M  degeneration  or  involution  forma,  since  they  are  visible  in  young, 
actively  growing  cultures  under  ordinary  conditions.    It  is  a  well-known 


■  A.  Fitcher,  "  VorksuDgen  iiber  Bakt.,"  Jeaa,  1903. 
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fact,  furthonnore,  that  the  sizes  and  contours  of  V)actvria  may  vaiy  to 
some  extent  accordin^j;  to  th(»  nicdiuni  on  which  they  are  grown.  This 
may,  to  a  ciTtain  dej:;ree,  he  due  to  osmotic  rehitions.  On  fhiid  mecHa, 
for  instance,  nuuiy  hactinia  may  apjH'ar  lar<i:er  and  of  a  h\ss  dense  con- 
sistency than  ilo  members  of  tli(^  sanu^  sj)(H*i(^s  cuhivated  upon  sohd 
media. 

Degeneration  Forms. — A\'hen  })act(»ria  are  ji;rown  unch^'  conditions 
which  are  not  entirely  favorable  for  their  develo])ment,  or  when  tliev 
are  grown  for  a  prolongcMl  ]M'riod  upon  artificial  culture  media  without 
transplantation,  there  nuiy  occur  variations  which  often  depart  consi<ler- 
ably  from  the  grounil  ty[)e,  known  as  degeneration  or  involution  fonns. 
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Vui.  7.-   Dkcknkk'atiun  1'okms  ok  M.\(  ilus  Pkmis.     (After  Zottnow.) 

Thus,  in  the*  case  of  the  <liphtheii:i  baj'illus,  old  cultunvs  may  contain 
lonjr.  irreuuliirlv  In^iided  forms  with  l)n»ad  expansions  at  the  ends. 
In  the  case  of  bacillus  ].)estis  th<'  formal  ion  of  oval.  vacuolat.(\l  bodies 
in  old  cultures  occurs  so  ri*^^ulaii\'  and  in  sueh  mnnlu'rs  that,  the  fact  has 
l)ecome  of  <lilTerential  value.' 

Among  the  <'o<-ci,  maiked  evidences  of  involution  are  often  seen  in 
cultures  of  the  uieningococcns  in  the  form  of  large,  swollen  poorly- 
staining  splieres.  and  in  the  case  of  ihe  pm-umococcus  in  the  so-called 
shadow  forms  whi<*h  have  the  aj)pt'aranc<'  of  empty  ca])sules.    There  are 


^  Hank  in  ninl  Lunmnin,  ('cm.  f.  Hakt..  T.  xxii,  1S()7. 
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few  microorganisms  indeed,  in  which  prolonged  cultivation  on  artificial 
media  or  other  unfavorable  influences  do  not  produce  variations  from 
the  groiuid  type  which  may  often  make  the  cultures  morphologi(*ally 
unrecognizabk*.  In  the  cas(>  of  many  of  the  spirilla  (spirillum  Milleri, 
s])irillum  Metchnikovi,  etc.)  the  degeneration  fomis  may  appear  within 
so  short  a  time  as  two  or  three  days  after  transplantation. 


CHEMICAL  AND  PHYSICAL  PROPERTIES  OF  THE  BACTERIAL  CELL 

Chemical  Constituents. — ^^Fhe  (luantitative  chemical  composition  of 
hai'teria  is  subject  to  wide  variations,  depend(?nt  upon  the  nutritive 
materials  furnished  them. 

Approximately  SO  to  So  prr  c(»nt  of  the.  bacterial  body  is  water. 
Tin*  n»maind<'r  consists  chiefly  of  proteids  whi(;h  constitute  roughly  from 
.")()  to  SO  per  cent  of  the  dry  substances.  Remaining,  after  extrac- 
tion of  thes(\  are  fats,  and  in  some  cases  true  wax  (fatty  acid  combina- 
tions with  higher  alcohols),  traces  of  cellulose  (in  some  bacteria  only), 
and  the  ash  which  makes  up  usually  about  1  to  2  per  cent  of  the  dry 
substances. 

The  extensive  researches  of  Cramer*  have*  shown  how  widelv  at  va- 
riance  cjuantitative  analys(\s  may  be  when  made  of  cultures  of  the  same 
s|X'cies  of  bacteria  grown  uj)on  different  nuMlia.  Thus  the  dry  sub- 
stances of  the  cholera  vibrio  wen*  found  to  hv  nuide  up  of  65  per  cent 
of  proteids  when  the  microorganisms  weiv  grown  upon  nutrient  broth 
as  against  45  ]xt  cent  when  the  same  bacteria  had  been  grown  upon 
the  proteid-free  mcnlium  of  Uschinsky.  Analyses  made*  by  Kappes^  of 
B.  prodigiosus  and  by  Nencki^  and  Sch(»fferof  some  of  the  putrefactive 
bacteria,  nuiy  sei*\'e  to  illustrate  the  a])proximate  ])roportions  of  the 
substances  making  up  the  bacterial  body. 

H.  l'iilr«'fa(Miv»' 

prodiKio^iis  Huct'Tia 

Wator   So. 45  per  cont.  s:<.42  iwr  cent. 

Pmteids    U).:V4    '*      '*  i:5.9r>    " 

Fats 0.7      "      '•  1.        "       '• 

Ash    1.75    "      •*  0.7S    " 

KesMue 1.77    **      '*  O.Sl    *' 


'  Cramer.  Arch.  f.  lly^..  xii.  xiii.  xvi.  xxii.  xxviii. 

2  Kapftrs,  "  Analyse  der  Massenkultiiren."  etc.     Diss.,  Leipzig:.  1S81). 

*  Xertcki  unci  SchefTer.  Jour,  f.  prakt.  Clieinir.  now  ser.  xix.  1S80. 
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Analyses  of  the  tubercle  bacillus  by  Ruppcl/  Hammerschlag,*  Weyl,' 
and  others,  have  yielded  the  following  approximate  results  (calculated 
from  results  of  above-mentioned  authors). 

Tubercle  hurillus 
Water   85      to  86      \x^r  wiit. 

Protculs    8.5  to    9        ''       " 

Fat  and  waxf^s 3 . 5  to    4        "       '* 

Ash  and  carbohydrate**    1 .2  to    1.4    "       " 

The  proteids  which  are  contained  in  the  bacterial  dry  substances 
consist  partly  of  nuclcoproteids,  globulins,  and  proteids  differing  ma- 
terially from  those  ordinarily  met  with.  Kuppel,  in  an  analysis  of 
the  tubercle  bacillus,  obtained  the  following  values,  for  100  grams  of 
dried  tubercle  bacilli: 

Nucleic  acid 8.5  grams. 

(Tulwrculinic  acid) 

Nucleoprotaniin 125.5  " 

Nucleoproteid Xi  " 

Albuminoids 8.3  " 

(Keratin,  etc.) 

Fat  and  wax 20.5  " 

Ash 9.2  " 

A  tnie  globulin  has  be(»ii  isolated  from  bacteria  by  llellmich,*  and 
true  proteids,  coagulable  by  heat,  have  be(»n  denionstrat<Ml  by  Huchner,* 
in  the  "  Presssaft  '^  or  juice  obtained  by  -ubjc^'ting  bacteria  to  mechanical 
pn\ssure.  In  this  connection,  too,  we  should  not  fail  to  consider  the 
thermolabile  toxic  substancc^s  contained  in  many  bacteria,  the  endo- 
toxins,  which  though  of  uncertain  chemical  nature,  are  probably  pro- 
teid  in  composition." 

The  fats  which  are  demonstrable  both  l)y  microchemical  methods, 
staining  with  Sudan  III.,  Scharlach  R.,  Osmic  acid,  and  by  alcohol- 
ether  extraction,  consist  of  fatty  acids,  true  fats,  and,  in  the  case  of  the 
tubercle  bacillus  at  least,  of  waxy  substances.^ 


*  Rupjyel,  Zeit.  f.  phyaiol.  Chemie,  xxvi,  1898. 

^  Hammer schlag,  Zeit.  f.  klin.  Me<i.,  1891. 

«  Weyl  Dent.  med.  Woch.,  1891. 

« Ilellmich,  Arch.  f.  ex|)er.  Pathol.,  etc.,  xxvi. 

»  Buchner,  Munch,  med.  Woch.,  1897. 

•Shaitock,  Lancet,  May,  1898. 

» De  SchtoeiniU  and  Dorset,  Cent.  f.  Bakt.,  I,  xxii,  1897. 
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The  carbohydrates  isolated  from  various  bacteria  consist  chiefly  of 
small  quantities  of  cellulose  and  allied  bodies,  presumably  concerned  in 
the  formation  of  the  biicterial  cell  membrane.  The  demonstration  of 
these  substances  has  been  successful  only  in  isolated  cases  and  has  not 
found  universal  confirmation. 

Glycogen-like  substances  have  been  demonstrated,  according  to 
A.  Fischer,*  in  H.  subtilis  and  B.  coli.  These  bacteria  stained  a  reddish 
V>n)\vn  color  when  stained  with  iodin,  and  after  treatment  with  weak 
a/-i(Ls  were  shown  to  contain  dextrose. 

The  bact-erial  ash,  remaining  aft<u*  removal  of  other  substances,  con- 
sists largely  of  phosphat<»s  and  chlorides  of  potassium,  sodium,  cal- 
cium, and  magnesium. 

Osmotic  Properties  of  the  Bacterial  Oell. — Like  all  other  animal  and 
vegetable  cells,  the  bacterial  cell  forms  in  itself  a  small  osmotic  unit 
which  reacts  dc^licately  to  differences  of  pressure  existing  between  its 
own  protoplasm  and  the  surrounding  medium.  The  perfect  and  normal 
morphology-  of  a  microorganism,  therefore,  can  exist  only  when  the 
osmotic  pressure  within  the  protoplasm  of  the  cell  is  isotonic  or  equal 
to  that  of  hs  own  environment.  The  changes  produced  in  the  morpho- 
logical relations  of  a  ('ell  wh(»n  transferred  from  one  environment  into 
another  of  var>'ing  osmotic  pressure^  depend  intimately  u])on  the 
*' [)ermeability  "  of  the  cell  membrane  for  difTen^nt  substances.  When 
such  a  membrane  is  i)enneable  for  water  and  not  for  substances  in  solu- 
tion, it  is  technically  spoken  of  as  "semi-j^ermeable.''  Now,  as  a  matter 
of  fact,  the  bacterial  cell  membrane  is  easily  penneable  for  water,  but 
it.s  permeability  differs  greatly  in  various  species  of  bacteria  for  other 
sul>8tances.  Thus,  for  instance,  the  cholera  vibrio  shows  great  perme- 
ability for  common  salt  and  H.  fluorescens  licjuefaciens  shows  a  lower 
permeability  for  potassium  nitrate  than  do  many  other  bacteria.' 

When  a  microorganism  is  suddenly  removed  from  an  environment 
of  low  osmotic  pressure  into  one  showdng  a  high  pressure,  say,  from  a 
dilute  to  a  concentrat<?d  solution  of  NaCl,  an  abstraction  of  water  from 
the  cell  occurs,  with  a  consequent  shrinkage  of  the  protoplasm  away 
from  the  cell  membrane.  This  process  is  spoken  of  as  "  plasmolysis." 
r^-ll  death  does  not  usually  occur  with  plasmolysis,  but  by  slow  diffusion 
of  the  salt  its(»lf  into  the  protoplasm,  the  equilibrium  may  eventually 
h(^  restored  and  the  nonnal  morj)hology  of  the  cell  resumed.    In  all  cases 


*  A.  FiHcher,  "  Vorlesun^on  (iber  die  Bjikt./'  Jena,  1903. 
^GoUschlich,  in  Fhiggt*.  '•  Mikroorj^aiiismen/'  i,  p.  91. 
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the  speed  and  completeness  of  the  return  to  normal  depends  upon  the 
permeability  of  the  cell  membrane  for  the  dissolved  substances.  There 
is  no  evidence  to  support  the  view  that  the  internal  pressure  of  a  cell 
may  be  in  any  way  mcreas(>d  by  an  inherent  power  of  the  protoplasm 
independently  of  the  hiws  of  diffusion.  As  a  general  rule,  old  cultures 
are  more  susceptible  to  plasmolysis  than  are  young  and  vigorous  strains. 
Spores  and,  according  to  A.  Fischer,^  flagella  are  much  less  susceptible 
to  osmotic  changes  than  are  the  vegetative  bodies. 

When,  on  the  other  hand,  bact<»ria  are  suddenly  removed  from  a 
medium  possessing  a  high  osmotic  pressure  to  one  comparatively  low, 
say,  from  a  concentrated  salt  solution  to  distilled  water,  a  bursting  of  the 
cell  may  occur,  a  process  spoken  of  as  "  plasmoptysis."  Plasmoptysis 
leads  to  cell  death,  and  is  probably  the  cause  of  the  death  of  micro- 
organisms so  oiUm  observed  in  distilled-water  emulsions  of  bacteria. 

Other  Physical  Properties  of  Bacteria. — ^The  refractive  index  of  the 
vegetative  bacterial  body  is  low,  in  contrast  to  the  highly  refractive 
character  of  the  spores  and  flagella.  According  to  Fischer,  the  ectoplasm 
or  cell  membrane  shows  a  higher  index  than  does  the  endoplasm. 

The  specific  gravity  of  various  microorganisms  has  been  investi- 
gated by  Bolton,'  Rubner,^  and  others.  Some  of  Rubner's  results  are 
the  following: 

Gelatin  fluidifiers Sp.gr.  1 .0651 

Gas  formers "     "    1 .0465 

Cultures  from  potato **     "    1 .038 

M.  prociigiosus '*     "    1 .  054 


»  A.  Fischer,  ({uoted  from  (lottschlich  in  Fluj;:ge,  '*  Mikmorganismon,"  I,  p.  91. 
2  Bolton,  Zeit.  f.  Hy^'.,  i,  1SS6.  ^  Rubmr,  .Arch.  f.  Ilyg.,  xi,  1890. 
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THK  RELATION    OF   BACrTERIA   TO   ENVIRONMENT,   AND  THEIR 

CLASSIFICATION 


KUTRITION   OF    BACTERIA 

Like  all  protoplasmic  bodies,  bacteria  consist  of  carbon,  oxygen, 
hydrogen,  and  nitrogen,  to  which  arc  added  inorganic  salts  and  varying 
quantities  of  phosphorus  and  sulphur.     In  order  that  bacteria  may 
develop  and  multiply,  therefore,  they  must  be  supplied  with  these  sub- 
rtances  in  proper  quantity  and  in  forms  suitable  for  assimilation.    To 
formulate  definite  laws  based  on  chemical  structure  as  to  the  compounds 
suitable,  and  those  unsuitable  for  use  by  the  bacteria,  is  obviously  im- 
possible owing  to  the  great  metabolic  variations  existing  within  the 
bacterial  kingdom,  and  notable  attempts  to  do  so,  such  as  those  by 
Loow/  have  not  successfullj"  withstood  critical  inquiry. 

Carbon. — ^The  carbon  necessarv  for  bacterial  nourishment  or  ana- 
bolLsm  may  Ix)  obtained  either  directly  from  proteids,  carbohydrates, 
and  fats,  or  from  the  simpler  derivatives  of  these  substances.  Thus,  the 
aniido-acids,  leucin  and  tyrosin,  ketons,  and  organic  acids,  like  tartarif , 
citric,  and  acetic  acids,  glycerin,  and  even  some  of  the  alcohols,  may 
furnish  carbon  in  a  form  suitable  for  bacterial  assimilation.  A  limited 
number  of  bacterial  species,  furthermore,  notably  the  nitrobacteria  of 
Winogratlsky,  are  capable  of  obtaining  their  required  carbon  from 
atmospheric  CO,,  and  possil^ly  from  other  simple  carbon  compounds 
adde<l  to  culture  media. ^ 

Oxygen. — Oxygen  is  obtained,  by  the  large  majority  of  bacteria, 
diTe<*tly  from  the  atmosphere  in  the  form  of  free  Oj.  For  many  micro- 
organisms, moreover,  the  presence  of  free  oxygen  is  a  necessary  condi- 
tion for  growth.  These  are  spoken  of  as  the  ^'obligatory  aerobes.' ' 
Among  the  pathogenic  bacteria  proper,  many,  like  the  gonococcus, 
bacillus  influenzae,  and  bacillus  pestis,  show  a  marked  preference  for  a 
well-oxygenated  environment.     Probably  there  is  no  pathogenic  micro- 


» Loew,  Cent.  f.  Bakt.,  I.  xii,  1892. 

*  MuntZj  Compt.  rend,  de  I'acad.  dea  sciences,  t.  iii. 
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organism  which,  under  certain  conditions  of  nutrition,  is  entirely 
unable  to  exist  and  multiply  in  the  complete  absence  of  this  gas.  The 
conditions  existing  within  the  infected  animal  organism  cause  it  to 
seem  likely  that  all  incitants  of  infection  may,  at  times,  thrive  in  the 
complete  absence  of  free  oxygen. 

There  is  another  chiss  of  organisms,  on  the  other  hand,  for  wha<« 
development  the  presence  of  free  oxygen  is  directly  injurious.  These 
microorganisms,  kno^^^l  as  "obligatory  anearobes,''  obtain  their  supply 
of  oxygen  indirectly,  by  enzymatic  processes  of  fermentative  and  pro- 
teolytic cleavage,  from  carbohydrat^^s  and  prot^»ids,  or  by  reduction 
from  reducible  bodies.  Among  the  pathogenic  microorganisms  the  class 
of  "  ol)ligatoiy  anaerobes  "  is  re])resented  chiefly  by  Bacillus  tetani,  the 
bacillus  of  malignant  edema,  the  bacillus  of  symptomatic  anthrax. 
Bacillus  aerogenes  capsulatus,  and  Bacillus  ])otulinus. 

InU^miediate  between  these  two. classes  is  a  large  group  of  bact<»ria 
which  thrive  wc»ll  both  under  aeroliic  and  anaerobic  conditions.  Some 
of  these,  which  have  a  pr(*ference  for  fn^e  oxygen  but  nevertheless 
possess  the  power  of  thriving  und(»r  anai'robic  conditions,  ai"e  spoken 
of  as  ''facultative  anaerobes."  In  othei-s  the  reverse  of  this  is  ti-ue; 
tliese  are  spoken  of  as  "facultative  aerobes.'*  These  varieti(\s  of 
bacU'ria  are  l)y  far  the  most  numerous  and  (comprise  most  of  our 
parasitic  and  saprophytic  l)act(Tia. 

Tht»  reflation  of  microorganisms  to  oxygen  is  extremely  subtle,  there- 
fore, and  not  to  l)e  biologically  dismissed  l)y  a  rigid  classification  into 
aerobes,  facultativ(^  anai'robes,  and  obligatoiy  anaerobes.  Both  Engel- 
mann,^  by  a  method  of  observing  motile  l)act<M*ia  in  the  hanging  drop 
as  to  their  behavior  in  relation  to  the  oxygcm  given  off  by  a  chlorophyll- 
bearing  alga,  and  BcMJerinck,^  ])y  a  macroscopic  method  of  obstTving 
similar  bacteria  as  to  their  motion  away  from  or  toward  an  oxygenat<*d 
area,  were  able  to  demonstrate  dc»licat(*ly  graded  variations  b<^tween 
speci{»s,  favoring  various  degrees  of  oxyg(*n  pn^ssure. 

Th(^  discoverv  bv  Past<*ur  that  ccTtain  bacteria  develop  onlv  in  the 
absence  of  free  oxygen,  ])roducc(l  a  revolution  in  our  conceptions  of 
metabolic^  ])rocess(»s,  siiuu*  up  to  that  tinH»  it  was  believed  that  life  could 
be  supported  only  when  a  free  supply  of  (),  wius  obtainable.  Past4Hir's 
original  explanation  for  this  phenomenon  was  that  anaerobic  conditions 
of  life  were  alwavs  associated  with  some  form  of  carbohvdrate  fennenta- 


'  Kngelfminn,  Botanischo  ZoituiiK.  18S1. 
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tion  and  that  oxygen  was  obtained  by  these  microorganisms  by  a  split- 
ting of  carbohydrates.  As  a  matter  of  fact,  for  a  large  number  of  micro- 
organisms, this  is  actually  true,  and  the  presence  of  readily  fermentable 
carbohydrates  not  only  increases  the  growth  energy  of  a  large  number 
of  anaerobic  bacteria,  but  in  many  cases  permits  otherwise  purely 
aerobic  bacteria  to  thrive  under  anaerobic  conditions/  On  the 
other  hand,  the  basis  of  anaerobic  growth  can  not  always  be  found 
in  the  fermentation  of  carbohydrates  or  in  the  simple  process  of 
reduction. 

The  favorable  influence  of  certain  actively  reducing  bodies,  like 
so<Hum  formate  or  sodium-indigo-sulphate,  upon  anaerobic  cultivation 
is  probably  referable  to  their  ability  to  remove  free  oxygen  from  the 
media  and  thus  perfect  the  anaerobiosis.'  A  number  of  strictly  anae- 
robic bacteria,  however,  may  develop  in  the  entire  absence  of  carbohy- 
drates or  reducing  substances,  obtaining  their  oxygen  supply  from  other 
suitable  sources,  some  of  which  may  be  the  complex  proteids.  Thus 
the  tetanus  bacillus  mav '  thrive  when  the  nutritive  substances  in  the 
media  are  entirely  proteid  in  nature.      (See  p.  28.) 

As  Hesse  *  has  shown,  the  respiratory  processes  of  aerobic  bacteria 
consist  in  the  taking  in  of  oxygen  and  the  excretion  of  COj.  The  COj 
excretion  has  been  shown,  in  these  cases,  to  be  markedly  less  than  is 
represented  in  the  intake  of  oxygen. 

Anaerobes,  likewise,  show  an  excretion  of  CO2  which  must,  in  these 
cases,  be  a  result  of  bacterial  katabolism. 

Certain  bacteria,  like  the  red  sulphur  bacteria,  have  the  power  of 
utilizing  atmospheric  oxygen  in  the  same  way  in  which  this  process 
takes  place  in  the  chlorophyll-bearing  plants. 

WTiile  a  profuse  supply  of  oxygen  absolutely  inhibits  the  growth  of 
most  anaerobes,  a  number  of  these  may,  neverthelcvss,  develop  when  only 
small  quantities  of  oxygen  are  present.  Minute  quantities  of  free  oxy- 
gen in  culture  media  have  been  shown  by  Beijcrinck*  and  others  not  to 
inhibit  the  growth  of  Bacillus  tetani  and  Theobald  Smith  •*  has  recently 
demonstrated  that  when  suitable  nutritive  niat(»rial  in  the  form  of  fresh 
liver  tissue  is  added  to  bouillon,  a  number  of  anaerobic  bacteria  mav  be 


'  Theobald  Smith.  Cent.  f.  Bakt.,  I,  xviii.  1895. 

2  KHasato  and  Weyl,  Zeit.  f.  Hyg.,  viii,  1890. 

3  Chufiiakow,  Cent.  f.  Bakt..  Ref.,  IT,  iv,  1898. 

*  HeMe,  Zeit.  f.  Hyg.,  xv,  1897. 

»  Beijerinck,  Cent.  f.  Bakt.,  II,  vi,    1900. 
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induced  to  grow  in  indifferently  anaerobic  environment.  Ferraii/ 
moreover,  succeeded  in  gradually  adapting  the  tetanus  bacillus  to  an 
aerobic  environment.  In  this  case,  however,  the  virulence  of  the  bacil- 
lus was  lost. 

Nitrogen. — ^The  nitrogen  required  by  bacteria  is  taken,  in  most  ca.ses, 
from  prot(»ids.  Most  important  in  this  respect,  of  course,  are  the  dif- 
fusible proteids;  but  many  of  the  non-diffusible  albumins  may  be 
rendered  assimilable  by  the  proteolyzing  enzymes  possessed  by  many 
microorganisms.  Among  the  pathogenic,  more  strictly  parasitic  bac- 
teria, moreover,  a  delicate  sp(»cialization  may  be  observed  as  to  the 
particular  varieties  of  animal  albumin  which  may  be  utilized  by  them. 
Thus  the  gonococcus  grows  more  readily  only  upon  uncoagulated  human 
blood  senim;  the  Pfeiffer  bacillus  requires  hemoglobin,  and  the  diph- 
theria bacillus  outgrows  other  bacteria  upon  a  medium  composed  for 
the  greater  part  of  coagulated  beef  serum.  For  bacteria  that  do  not 
absolutely  re(|uire  native  animal  proteid  for  their  development,  the 
most  common  nitrogenous  ingredient  of  culture  media  is  pepton,  added 
in  solutions  of  varied  concentration. 

A  large  number  of  bacteria  (pathogenic  and  saproph}'tic) ,  on  the 
other  hand,  may  thrive  on  media  containing  absolutely  no  proteid,  in 
which  case,  of  course,  a  synth(»tic  proteid  production  by  the  micro- 
organisms nuist  be  assumed.  A  medium  which  has  been  extensively 
used  to  demonstrate  this  phenomenon  is  that  devised  by  Uschinski,^ 
containing  ammonium  lactate,  glycerin,  asparagin  (the  amide  of  amido- 
succine  acid),  and  inorganic  salts. 

Creatiii,  creatinin,  urea  and  urates,  and  even  ammonia  compounds 
and  nitrates,  may  serve  as  adeciuate  sources  of  nitrogen  for  many  of  the 
less  parasitic  bacteria.  A  limited  number  of  s|3ecies,  moreover,  the  bacilli 
in  the  root  tubercles  of  th(j  legimiinosuc  and  the  nitrogen-fixing  organ- 
isms of  the  soil,  possess  the  power  of  obtaining  their  supply  of  nitrogen 
directly  from  the  free  Xm  of  the  atmosphere. 

Although  the  sources  of  carbonaceous  and  of  nitrogenous  food  supply 
have  ])eeii  s(^parat(^ly  treated  in  the  preceding  paragraphs,  it  should  not 
be  forgotten  that,  in  many  instances,  both  elements  are  taken  up  within 
the  same  compound,  and  that  separate  supplies  are  a  necessity  in  isolated 
cases  onlv. 

Hydrogen. — Hydrogen  is  obtained  by  bacteria  largely  in  combina- 


1  Verran,  Tout.  f.  Rakt.,  I,  xxiv,  1898. 
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tion  as  water  and  together  with  the  carbon  and  nitrogen  containing 
substances. 

Salts. — ^The  phosphatic  constituents  of  the  bacterial  body  are  taken 
in,  chiefly,  as  phosphates  of  magnesium,  calcium,  sodium,  or  potassium. 
The  phosphates  seem  to  be  necessar^*^  constituents  of  culture  media, 
while  chlorides,  on  the  other  hand,  according  to  Proskauer^  and  Beck 
are  not  absolutely  essential.  Sodium  salts,  as  a  rule,  seem  to  be  more 
advantageous  for  purposes  of  bacterial  cultivation  than  potassium  salts. 

The  uncombined  sulphur,  which  is  a  constituent  of  the  bacterial  body 
in  many  cases,  is  usually  supplied  by  soluble  sulphates.  In  the  case  of 
the  thiobacteria  of  Winogradsky,  however,  the  presence  of  free  H2S  is 
necessarv  for  its  formation.* 

The  iron  contained  in  some  of  the  higher  bacteria  is  taken  in  in  the 
form  of  ferrous  compounds,  and  is  oxidized  in  the  bacterial  body  into 
ferric  compounds. 

The  relative  quantities  of  the  various  nutritive  substances  in  culture 
media  are  of  importance  only  in  so  far  as  too  high  concentrations  may 
have  a  distinctly  inhibitory  influence.  In  this  respect,  however,  separate 
species  may  show  widely  divergent  tastes. 

The  development  of  bacteria  in  any  given  medium,  it  may  be  noted, 
is  far  oftener  arrested  by  the  accumulation  of  waste  products  than  by  an 
exhaubtion  of  nutrient  materials. 


PARASITISM   AND   SAPROPHTTISM 

WTien  we  speak  of  bacteria  as  parasites  or  as  saprophytes,  we  classify 
them,  primarily,  according  to  their  relationship  to  the  bodies  of  higher 
animals.  "  Parasites  "  are  those  bacteria  which  are  capable  of  living  and 
multiplying  within  the  human  or  animal  body,  whereas  the  term  "  sapro- 
phytes "  refers  to  the  multitude  of  microorganisms  which  are  una])le  to 
hold  their  o^vn  under  the  environmental  conditions  found  in  the  tis- 
sues of  higher  animals,  but  are  found,  almost  ubic^uitously,  in  air,  soil, 
manure,  and  water.  The  st^paration  is  by  no  means  a  sharp  one  and 
carries  with  it  other  implications,  which  the  us(^  of  these  terms  always 
conveys.  While  parasites  are  usually  v(»ry  fastidious  as  to  nutritional 
and  temperature  requirements,  most  saprophytes  arc,  easily  cultivated 
upon  the  simplest  media.    Thus  certain  parasitic  bacteria,  such  as  the 


»  Proskaiier  and  Beck,  Zeit.  f.  Hy^.,  xviii,  1895. 
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bacillus  of  influenza,  the  gonococcus,  and  others,  are  dependent  upon 
specific  fomis  of  animal  protends  for  their  food  supply,  while  typical 
saprophytes,  like  Bacillus  proteus,  may  thrive  and  multiply  upon  even 
the  simplest  organic  proteid  derivatives. 

Between  the  strict  parasites  and  the  saprophj'tes,  however,  there  is  a 
large  class  of  ])act«ria,  to  which  the  majority  of  our  pathogenic  varieties 
In^long,  the  m(nn])ers  of  which  are  capable  of  developing  luxuriantly 
under  both  conditions.  These  bacteria  aix>  oft^n  spoken  of  as  facultative 
parasites. 

Mon*  rec(»ntly  th(»  question  of  parasitism  and  saprophji-ism  has 
beconu*  clos(?ly  inter\voven  with  our  conceptions  of  vinilence.  Bail 
(see  section  on  Aggressins)  has  classified  parasites  into  strict  parasites 
and  half  parasites.  By  the*  fii-st  tenn  he  d(\signates  bacteria  like  Bacillus 
anthracis,  which  actually  invade  all  the  tissues  of  their  host,  while, 
by  the  U^rm  *'half  parasit(»s/'  he  refers  to  microorganisms  like  th(^  spiril- 
lum of  cholera  which  gain  a  foothold  upon  s<jme  ])ai*t  of  the  body  of  the 
host,  but  do  not  actually  p(»netrate  into  the  g(»neral  circulation. 

All  pathogenic  bacteria,  therefore,  must  be  group(»(l  as  parasit<*s, 
strict  or  facultative,  while  the  saprophytes,  as  a  chiss,  peiform  the  far 
more  thankful  ta.sk  of  breaking  uj)  organic  matter  outside  of  the  animal 
body,  by  putr(»faction  and  fcTmentation.  A]>s()lut(»  se])aration  betw«>n 
the  two  cla.s.ses,  howev(»r,  can  not  Ix^  maintained,  since  many  onlinarily 
saprophytic  bacteria  may  display  parasitic  (jualities  if  administered  in 
large  num])ers  to  animals  or  man  in  whom  resistance*  to  bacterial 
invasion  is  at  a  low  el)]). 


ANTAGONISM   AND   SYMBIOSIS  OF  BACTERIA 

The  ubifjuity  of  ])acteria  in  natun*  naturally  carriers  with  it  the  simul- 
tan(M)us  presence  of  many  sp(M*ies  in  all  placets  where  spiM'ial  conditions 
have  ])r()vided  a  favorable  environment  for  growth.  Thus  bacteriological 
investigation  of  water,  milk,  manun*.  soil,  or  organic  infusi/)ns,  always 
n^veals  the  pres<Mice  of  a  large  number  of  dilTereni  vari(^ti(»s  within  the 
sauie  su]).stance.  If  the  food  suj)ply  in  such  a  natural  cultun>  is  at  all 
limittMl  in  (juantity,  or  the  removal  of  waste  ])ro(Uicts  is  prohibiten!,  it 
will  u.suallv  be  fo\md  that  graduallv  the  numbei*s  of  varieties  will  dimin- 
ish  and  a  few  sjM'cies.  or  (*ven  only  one,  will  prevail.  In  the*  case  of  milk, 
for  instance,  after  stan<ling  for  three  or  four  days  at  a  suital)le  temper- 
atun\  two  or  thn»e  varieties  wiin>e  found  to  have  taken  the  place  of 
th<»  twentv  or  thirtv.  which  mav  have  been  present  originallv. 
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This  behavior  is  due  to  the  influences  which  various  microorganisms 
exert  upon  each  other  and  is  known  as  antagonism.  Such  antagonism 
probably  depends  upon  the  fact  that  the  metabolic  products  of  the  pre- 
dominant species  (the  one  or  ones  for  whom  the  special  cultural  condi- 
tions are  most  favorable)  inhibit  the  growth  of  the  less  vigorous  varieties. 
Many  examples,  experimentally  supported,  of  such  antagonism,  can  be 
given.  Thus,  the  gonococcus  is  distinctly  inhibited  by  the  soluble  pro- 
ducts of  Bacillus  pyocyaneus,^  while  in  the  presence  of  pyogenic  cocci  it 
develops  luxuriantly,  and  the  bacillus  of  plague  is  completely  inhibited 
when  streptococci  are  present  in  the  culture.^ 

Mutual  inhibition  may  also  be  due  to  the  monopolizing  of  the  nutri- 
tion in  the  medium  by  the  predominating  species  or  to  the  change  in  re- 
action produced  by  its  growth.  This  Itust  consideration  is  probably  the 
secret  of  the  frei^uently  noticed  inhibitory  (effect  exeilt^d  by  acid-pro- 
ducers upon  bacteria  of  putrefaction,  and  has  received  practical  thera- 
peutic application  in  Metchnikoff's  lactic-acid  bacillus  therapy,  which 
see. 

When  the  simultaneous  presence  of  two  bacterial  species  within  the 
same  environment  favors  the  development  of  lK)th  species,  the  condi- 
tion is  spoken  of  as  symbiosis.  Such  dependence  is  not  so  frequent  as 
antagonism,  but  it  does  occur.  Examples  of  such  a  condition  have  been 
observed  in  cultures  containing  diphtheria  bacilli  and  streptococci '  and 
have  been  frequently  observed  in  cultures  containing  both  ai^robic  and 
anaerobic  bacteria,  where  th(»  former  favor  the  development  of  the  latt(T 
by  monopolizing  the  supply  of  fn^e  oxygen.  Symbiosis  may  also  take 
phice  in  cultures  in  which  complex  food  products  are  split  up  by  one 
species,  furnishing  substances  for  ingestion  by  species  with  a  lesser 
digestive  ability. 

RELATIONS    OF    BACTERIA    TO    PHTSIOAL    ENVIRONMENT 

Relation  to  Temperature. — Like  all  other  living  beings,  bacteria 
develop  and  multiply  by  virtue  of  a  series  of  chemical  and  physical 
processes,  by  means  of  w-hich  growth  en(»rgy  is  obtained  by  destruction 
or  catabolism,  and  the  lost  tissues  resupplied  ]>y  absorption  of  nutritive 
materials.     It  is  natural,  therefore,  that  the  conditions  of  external 


» Schafer,  Fortwhr.  d.  Med..  5,  1896. 

«  BitUr,  Rep.  Egypt  Plague  Com..  Cairo,  1897. 

^Hilbert,  Zeit.  f.  Hyg.,  xxix,  1895. 
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tcinporatiiro  should  intimately  affoct  the  metabolic  processes.    The 
range  of  temperature  at  which  bacteria  may  grow  is  subject  to  wide 
variations  among;  dilTerent  apecic^s.     Each  species,  on  the  other  hand, 
may  thrive  within  a  more  or  less  cdastic  range  of  temperature,  each  one 
having  an  optinmm,  a  minimum,  and  a  definite  maximum  tem|)era- 
ture.     When  the  optimum  temperatun*  is  pres(»nt  in  the  (environment, 
the  functions  of  absorption  and  excretion  ke(»p  pace  with  each  other,  and 
the*  chemical  balance  is  well  presen'ed.    When  the  temperature  is  lower 
than  th(^  optinmm,  all  metabolic  processes  take  place  more  slowly,  and 
the  bacterium  gradually  entei*s  into  a  nesting  or  lat^*nt  stage,  at  which  ac- 
tual growth  may  hv  exceedingly  slow  or  entirely  inhil)ite(I.    When  the 
temperatun^  is  higher  than  the  optimum,  the  destmctive  processes  are 
carried  on  more  rapidly  than  tht»  substitution  of  Wiist<*  products  by  ab- 
sorption, and  a  grathial  weakening  of  vital  energy,  or  vwn  a  gradual 
death  of  the  bacterium,  may  take  place.    Wh(»n  certain  bacteria  form 
spores,  they  ])ecom(»  very  nmch  more  resistant  against  both  high  i;iul 
low  temperatures,   probably  because   a   ti*ue   nesting    stage    hius   been 
nnu'hed,  during  which  metabolism  has  been  reduced  to  a  minimum, 
th(M'e  bcnng  practically  no  nutritive  material  taken  in  and  corresponding- 
ly little  destruction  taking  place  within  the  body  of  the  microorganism. 
The  optimum  temperature  for  various  bacteria  d(»pends  upon  the 
habitual  environment,  in  which  the  particular  species  is  accustomed  to 
exist.    Thus,  for  th(?  large  majority  of  bacteria  pathogenic  for  human 
beings,  the  optinuim  temperature  is  at  or  about  37..")°  C.     Then?    rre 
a  large  nmnbcM*  of  bacteria  common  in  water,  however,  which  grow 
hardlv  at  all  at  the  body  ti^mixTature,  but  thrive  most  luxuriant Iv  at 
temperatures  of  about  120°  (\     V.  Forster,^  moreover,  described  certjiiii 
phosphon^sccut  bacteria,  isolated  from  sea-wat(M*,  which  grow  n^adily  at 
0°  (\,  or  a  little  above.    On  the  otluM*  hand,  MiciueP  has  describcnl  non- 
motile  bacilli,  which  he  isolatc^d  from  th(^  water  of  the  Seine,  which  grew 
ra])idly  at  temperatures  ranging  about  70°  C.,  and  the  so-called  **muce- 
dinees  thermophiles,"  described  by  Tsiklinski,***  d(*velop  most  readily  at 
temperatures  very  Utile  above  this.     It  is  thus  plain  that  the  tempera- 
tures favored  by  various  bacteria  depend  to  a  large*  extent  upon  an 
adaptation  of  thes(»  bacteria  through  many  gencu'ations  to  specific  en- 
vii'onmental  conditions.    A  <rood  illustration  of  this  is  furnishcvl  bv  the 
bacillus   of  avian   tubc^rculosis,   a   microorganism   difYering  essentially 

>  /-'.  ForsUr,  (Vnt.  f.  Hakt..  ii,  1KS7. 

2  Mif/ucl.  Hull,  do  la  Stat.  Munic.  do  Paris,  1879. 

3  T.siklhifiki.  Ann.  Past..  1S.SI). 
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from  the  bacillus  of  human  tuberculosis  in  that  its  optimum  growth 
temperature  lies  at  41°-42°  C,  a  temperature  which  exceeds  the  op- 
timum temperature  for  the  human  type  by  as  much  as  the  normal  tem- 
|XTat  ure  of  birds  exceeds  that  of  man.  The  same  principle  is  illustrated 
Ity  the  facts  that  the  bacteria  which  have  a  very  low  optinhmi  tem- 
perature are  usually  those  isolated  from  water,  and  the  so-called  ther- 
mophile  or  high-temperature  bacteria  are  obtained  from  hot  springs  and 
from  the  upper  layers  of  the  soil,  where,  according  to  Globig,*  occasion- 
ally temperatures  ranging  from  about  55°  C.  occur. 

As  stated  before,  one  and  the  same  species  may  develop  within  a 
wid<?  temperature  range,  and  it  may  be  possible,  by  persistent  cultiva- 
tion at  special  temperatures,  to  adapt  certain  bacteria  to  grow  luxu- 
riantly at  temperatures  removed  by  several  degrees  from  their  normal 
optimum.  In  such  cases  it  may  often  occur  that  special  characteristics 
of  the  given  species  may  be  lost.  An  example  of  this  is  the  loss  of  viru- 
l(*nce  and  of  spore-formation  w^hich  takes  place  when  anthrax  l)acilli 
are  cultivated  at  42°  C,  or  the  loss  of  the  power  to  produce  pigment 
when  bacillus  prodigiosus  is  grown  at  temperatures  above  30°  C. 

The  vegetative  forms  of  most  of  the  pathogenic  bacteria  may  grow 
at  temiKTatures  ranging  between  20°  C.  and  40°  C.  This  can,  however, 
by  no  means  be  regarded  as  applicable  to  all  of  the  pathogenic  bacteria, 
as  some  of  these,  like  the  gonococcus,  the  pneumococcus,  the  tubercle 
bacillus,  and  others,  are  delicately  susceptible  to  temperature  changes 
and  have  the  power  of  growing  only  within  limits  varying  but  a  few 
degrees  from  their  optimum.  Others,  on  the  other  hand,  like  ])acilli  of 
the  colon  group,  Bacillus  anthracis.  Spirillum  cholera)  asiaticie,  etc., 
may  develop  at  temperatures  as  low  as  10°  C.  and  as  high  as  40°  (\,  or 
over.  The  range  of  temperature  at  which  saprophytic  bacteria  may 
develop  is  usually  a  far  wider  one.  When  temperatures  exceed  in  any 
considerable  degree  the  maximum  growth  temperature,  the  vegetative 
forms  of  bacteria  perish.  Thus,  ten  minutes'  exposure  to  a  temi)erature 
of  between  55°  and  60°  C.  causes  death  of  the  vegetative  forms  of  most 
microorgani.sms.  Death  in  such  cases  is  due*  probably  to  a  coagulation 
of  the  protoplasm,  and  since  all  such  processes  of  coagulation  take  j^lace 
l»est  in  the  presence  of  water,  the  thermal  death  point  of  most  bacteria 
is  lower  when  heat  is  applied  in  the  form  of  boiling  water  or  steam, 
than  when  employed  as  dr>'  heat.     (See  secticm  on  Sterilization.) 

When  spores  are  present  in  cultures,  the  resistance  to  heat  is  enor- 


«  Globi'g,  5^it.  f.  Hyg.,  iii. 
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mously  increased.  Exactly  what  the  explanatiou  of  this  is  can  not  ^>e  at 
present  stati*d.  It  may  be  that  the  high  concentration  in  which  the 
protoplasmic  mass  is  found  in  the  spores  renders  it  less  easily  coagulable 
than  is  the  protoplasm  of  the  vegetative  body.  A  more  detailed  discus- 
sionof  these  relations  will  be  found  in  the  section  on  Heat  sterilization. 

The  thermal  death  points  of  a  large  number  of  bacteria  have  been 
very  carefully  studied  by  Sternberg/  by  a  special  technique  described 
elsewhere. 

The  thermal  death  points  ascertained  by  him  in  this  way,  with  an 
exposui*e  of  ten  minutes  in  a  fluid  medium,  for  some  of  the  more  common 
non-sporogenic  bacteria  are  as  follows: 

Spirillum  cholenc  asiaticH? 52®  G. 

Diplococcus  pneumonia; 52°  C. 

Streptococcus  pyogenes    54°  0. 

Bacillus  typhasus 56°  C 

Bacillus  pyocyaneus   56°  C. 

Bacillus  mucosus  capsulatus   56°  C. 

Bacillus  prodigiosus 58°  C. 

Staphylococcus  pyogenes  aureus 58°  C-. 

Gonococcus 60°  C. 

Staphylococcus  pyogenes  albus 62°  C. 

The  bacillus  tubc^rculosis,  though  not  a  spore  bearer,  seems  to  be  slightly 
more  resistant  to  heat  than  other  jnin^y  vegetative  microorganisms. 
Thus,  according  to  the  researches  of  Smith  ''  and  others,  ten  ami  twenty 
minutes'  exposure  to  a  temperature  of  70°  C.  is  necessary  to  d(»stroy 
tuben^le  bacilli  in  a  fluid  medium.  For  the  effectual  destruction  of  siK)res 
by  moist  heat,  a  temperature  of  100°  C,  or  boiling  point,  is  usually 
necessary. 

Low  temperatures  are  nuich  less  destructive  than  the  high  ones, 
and  are  even  in  a  numb(»r  of  easels  useful  in  keeping  bacteria  alive  for 
long  periods,  iniusmuch  as  metabolic  processes  are  inhibited  and  life  is 
maintained  without  actual  (U^'elopment  in  a  sort  of  resting  state. 
Actual  destruction  by  low  temperatures  rarely  takes  place.  The 
exposure  of  diphtheria,  t\^)hoid,  and  other  bacilli  to  temperatures  as 
low  as  200°  C.  below  zero  has  been  carried  out  without  destruction 
of  the  microorganisms,  a  fact  which  is  of  great  importance  in  considering 
the  possibility  of  infection  by  the  v(»hicle  of  ice.  Meningococci  and 
gonococci,  on  the  other  hand,  die  out  rapidly  when  exposed  to  0°  C. 

I  Sternberg,  "Textbook  of  Bacteriology/'  New  York,  1901. 
a  Th.  Smith,  Jour,  of  Experimental  Med.,  No.  3.  1899. 
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Relation  to  Pressiire. — High  pressure  does  not  exert  any  noticeable 
eflfeets  upon  bact-eria.  In  the  experiments  of  Certes/  a  pressure  of  two 
atmospheres  seemed  to  have  no  influence  upon  the  growth  and  motility 
of  anthrax  bacilli  suspended  in  blood. 

Relation  to  Moisture. — For  the  growth  and  development  of  all  bac- 
teria, the  presence  of  water  in  the  culture  medium  is  necessary-.  It  is 
s(»lf -evident  that  nutritive  materials  can  not  be  absorbed  by  an  osmotic 
])roce.ss  unless  in  a  state  of  solution.  While  complete  dr>'ness  does  not 
peniiit  growth,  its  destructive  action  upon  various  bacteria  is  subject 
to  great  differences.  The  effect  of  complete  drj'^ing  upon  bacteria  will 
Ik*  found  more  fully  discussed  in  the  section  upon  the  destruction  of 
bacteria  by  physical  agents.     (See  page  62.) 

In  the  same  section  may  be  found  a  discussion  of  the  effects  of  light, 
electricity,  x-ray,  and  radium  rays  upon  bacteria. 


THE   CLASSIFICATION  OF  BACTERIA 

Too  simple  in  structure,  too  varied  in  biological  properties  to  be 
definitely  identified  with  either  the  vegetable  or  animal  kingdom,  the 
bacteria  are  plac(*d  at  the  bottom  of  the  scale  of  all  living  beings.  Closely 
linked  on  the  one  hand  to  the  plant  kingdom  by  the  yeasts  and  the 
molds,  and  on  the  other  to  the  animal  kingdom  by  the  protozoa,  they 
them.selves  combine,  within  one  and  the  same  division,  attributes  so 
widely  divergent  as  to  structure,  metabolism,  and  biological  activity  that 
their  grouping  is  more  a  matter  of  working  convenience  than  of  actual 
scientific  classification.  Thus,  for  instance,  all  stages  of  metabolic  ac- 
tivity fill  in  the  gap  between  the  synthetizing  sulphur  and  nitrifying 
bacteria  and  the  purely  katabolic  activities  of  some  of  the  aerobic  and 
anaerobic  microorganisms  which  cause  putrefaction.  Growth  takes 
place  within  the  limits  of  a  wide  temperature  range,  and  the  specific 
modes  of  life  and  cultural  conditions  are  subject  to  the  widest  varia- 
tions, from  those  of  an  indisputably  useful  saprophytism  to  those  of  the 
most  exqui-site  parasitism.  Although,  therefore,  strictly  speaking,  the 
bacteria  can  be  classified  as  a  whole  neither  in  the  animal  nor  in  th(» 
vegetable  rt»alms,  being  nonchlorophyll-bearing,  they  are  for  convt»- 
nicnce  classified  with  the  fungi  or  colorless  plants. 

The  relationship  of  the  bacteria  to  other  simple  plants  may  be 
graphically  represented  by  the  following  scheme: 


>  Certes,  Ck)mpt.  rend,  dc  Tacad.  d.  sc,  99,  Paris,  1884. 
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The  special  chisHification  of  the?  bacteria  has  offered  still  greater 
difftcultiess,  for  the  lower  we  proceed  in  the  phylogenetic  scale  of  living 
b(»ing8,  the  h*ss  specialized  the  morphological  and  biological  charac- 
teristics of  any  group  Vwconu*,  and  the  nioix)  difficult  it  is  to  establish  a 
classificaiiou  which  can  in  any  way  l)e  regarded  as  final.  It  is,  then*- 
foR^,  quito  impossible  to  classify  th(j  ]>act(irial  varieties  or  species  on  any 
basis  which  can  hope  to  satisfy  all  the  demands  of  scientific  accuracy 
and  it  is  necessary  to  resort  to  the  expedient  of  utilizing  some  one 
characteristic  which  Remains  constant  for  the  individual  genus  and  to 
basci  upon  this  an  attempt  at  grouping.  When  bacteria  were  first  dis- 
covered, and  for  many  years  following,  numerous  obser\'ers  contended 
that  the  form  of  the  microorganism  observed  was  not  a  constant  one 
for  each  genus,  but  that  cocci  could  be  converted  into  bacilli  or  spirilla 
according  to  environmental  conditions.  It  was  Cohn  ^  who,  in  1S72, 
first  n^cognized  the  constancy  of  the  morphology  of  bacteria  and  es- 
tablished, upon  morphological  ])asis,  a  classification  which,  with  minor 
chang(vs,  has  been  ivtained  until  tlu;  pRsent  day.  Such  classifications 
can  not,  however,  ])e  n^garded  as  anytlung  more  than  a  convenient 
make-shift  pendhig  the  day  when  the  finer  structure  and  tme  biological 
relations  of  the  various  bact(»ria  shall  havci  been  more  accurat<?lv  inves- 
tigated.  The  sch(»m(^  most  commonly  accepted  at  presc»nt  is  the  one 
given  below,  proposed  by  Migula^: 


»  Cohn,  "Boithim'  zur  Biol.  cl.  Pnaiizeii."  Heft  1  u.  2,  1872. 
^  Mifjula,  "SyKteiu  d.  Bakt.,"  Jena,  1897. 
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Bacteria  (SchizoniyceU^s). — Fission  fungi  (chlorophyll  free)  with  cell 
division  in  one,  two,  or  three  directions  of  space.  Many  varieties 
possess  the  power  of  forming  endospores.  Whenever  motility 
is  present,  it  is  carried  on  by  means  of  flagella,  or,  more  rarely, 
by  undulating  membranes. 

Family    I.  Goccace^. — Cells    in    free    state  perfectly    spherical. 

Division  in  one,  two,  or  three  directions  of  space,  by  which  each 

spherical  cell  divides  into  two,  four,  or  eight  segments,  each 

of   which    again  develops  into  a  perfect  sphere.     Endospore 

fonnation  rare. 
Genus  I.  Streptococcus. — Cells  divide  in  one  direction  of  spa(*e  only, 

for  which  reason,  if  they  remain  connected  after  fission,  bead- 

Hke  chains  may  be  formed.    No  organs  of  locomotion. 
Cenus    II.  Micrococcus    (Staphylococcus). — Cells    divide    in    two 

direirtions  of  space,  whereby,  if  the  cells  rtmiain  connected  after 

fission,  tetrad  and  grape-like  clusters  may  be  formed.    No  organs 

of  locomotion. 
Genus   III,  Sarcina. — Cells  divide   in   three   directions  of  space, 

whereby,  if  they  remain  connected  after  fission,  bale-like  packets 

are  foniied.    No  organs  of  locomotion. 
Genus  IV,  PUinococcus, — Cells  divide  in  two  directions  of  space, 

as  in  micrococcus,  but  possess  flagella. 
Genur  V.  Planosarcina. — Cells  divide  in  three  directions  of  space 

as  in  sarcina,  but  possess  flagella. 

Family  II.  Bacteriace/k. — Cells  long  or  short,  cylindrical,  straight, 
never  spiral.  Division  in  one  direction  of  space  only,  after  pre- 
liminary elongation  of  the  rods. 

Genus  I.  Bacterium, — Cells  without  flagella,  often  with  endospores. 

Genus  II.  Bacillus, — Cells  with  peritrichal  flagella,  often  with 
emlospores. 

Genus  III.  Pseudomonas. — 0*lls  with  polar  flagella.  Endospores 
occur  m  a  fv'W  species,  but  are  rare. 

I\\MiLY  III.  Si»iRiLLACE.«. — C/olls  spiially  curved  or  representing  a 

part  of  a  spind  curve.    Division  in  one  direction  of  space  only, 

aft4T  preceding  elongation  of  cell. 

Genus  I.  Spirosorna. — Cells  without  organs  of  locomotion.     Rigid. 

Genus  II.  Microspira. — Cells  rigid,  with  one  or,  more  rarely,  two 

or  three  polar  undulated  flagella. 
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Genus  III.  Spirillum. — Colls  rigid,  with  polar  tufts  of  five  to  twenty 
fiagcUa  usually  curved  in  semicircular  or  flatly  undulating  cur\T.^. 

Genus  IV.  Spirochcote. — Cells  sinously  flexible.  Organs  of  locomo- 
tion unknown^  perhaps  a  marginal  undulating  membrane. 

Family  IV.  Chlamydobacteriace.e. — Forms  of  verj'^  varying  stages 
of  evolution,  but  all  distinguished  by  a  rigid  sheath  (Hiille)  or 
covering,  which  surrounds  the  cells.  The  cells  are  unit(xl  in 
branched  or  unbranched  thR»ads. 

Genus  I.  Streptothrix. — C'Clls  united  in  simple,  unbranched  threads. 
Division  in  one  direction  of  space  only.  Reproduction  by  non- 
motile  conidia. 

Genus  II.  Cladothrix. — Ci^lls  united  or  pseudodichotomously  branch- 
ing thn»ads.  Division  in  one  direction  of  space*  only.  Vegeta- 
tive multiplication  l)y  separation  of  entire  branches.  Repro- 
duction by  swarming  forms  with  polar  flagella. 

Genus  III.  Crenothrix. — Cells  united  in  unbranched  threads,  at 
first  with  division  in  one  direction  of  space  only.  Later  the  cells 
divide  in  all  three  directions  of  space.  The  daughter  cells  Ix*- 
come  rounded  and  dev(»lop  into  n»productive  cells. 

Genus  IV.  Phragmidiothrix. — C<*lls  at  first  united  in  unbranched 
threads,  dividing  in  thnn*  directions  of  space,  thus  fonning  a 
rope  of  cells.  Later  some  of  the  cells  may  penetrate?  through  the 
d(»licat(»  shc»ath,  and  thus  give  rise  to  branches. 

Genus  V.  Thiothn'x. — Unbranched,  non-motil(»  threads,  inclosed 
in  fine  sheaths.  Division  of  cells  in  one  direction  only.  C<»ll3 
contain  sulphur  granules. 

Family    V.  Reg(;iat()ace.^:. — C(»lls    united     in    sheathless    threads. 
Division  in  one  direction  of  space  only.     Motility  by  undulatmg 
m(»mbran(»  as  in  Oscillaria. 
Genus  BegijiaUm. — Cells  with  sulphur  granules. 

It  will  be  sec^n  in  reviewing  th(»  classification  just  given  that  the  sub- 
divisions are  based  upon  (juestions  of  form,  motilit}',  and  situation  of 
flagella.  While  tliese  characteristics,  so  far  as  we  know,  are  constant, 
there  an*,  neverthi»less.  many  instances  in  which  ty})es  entirely  similar 
in  these  respects  must  b(»  differentiated.  This  can  })e  done  onl}'  by  care- 
ful study  of  staining  reactions,  finer  structure^,  cultural  characteristics, 
and  biological  activities. 
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As  a  matter  of  fact,  while  the  botanical  classification  of  the  bacteria 
otTers  almost  insuniiountable  difficulties,  actual  identification  is  not  so 
complicated  a  task  as  this  would  indicate.  Identification,  once  roughly 
niadt*  on  a  morphological  basis,  is  further  carried  on  by  the  aid  of  cul- 
tural characteristics,  such  as  the  conditions  favorable  and  unfavor- 
able for  growth,  ap|x»arancc.of  gmwth  on  different  media,  and  pigment 
format  ion,  by  biochemical  reactions  and  by  pathogenic  properties. 
Tlie  bacteria  occupy  so  important  a  place  in  agriculture,  in  medicine, 
and  in  hygiene*,  that  it  rarely  bi^comes  necessary  for  a  worker  in  any  par- 
ticular field  to  survey  the  entire  group.  The  habitat  of  a  large  numlxjr  of 
isjK'cies  is  so  well  known  that  this  consideration  alone  often  givcS  a  clew 
invaluable  for  actual  identification. 


CHAPTER  IV 

THE   BIOLOGICAL   ACTIVITIES   OF   BACTERIA 

While  the  bacteria  pathogenic  to  man  and  animals  largely  usurp 
the  attention  of  those  interested  in  disease  processes,  this  group  of  micro- 
organisms is  after  all  but  a  small  specialized  off-shoot  of  the  n»alm  of 
bacteria,  and,  broadly  speaking,  actually  of  minor  importance.  Sur- 
veying the  existing  scheme  of  nature,  as  a  whole,  it  is  not  an  extrava- 
gant statement  to  say  that  without  the  bacterial  processes  which  are 
constantly  active  in  the  reduction  of  complex  organic  substances  to 
their  simple  compounds,  the  chemical  interchange  between  the  animal 
and  vegetable  kingdoms  would  fail,  and  all  life  on  earth  would  of 
necessity  cease.  To  understand  the  full  significance  of  this,  it  is  neces- 
sary to  consider  for  a  moment  the  method  of  the  interchange  of  matter 
between  the  animal  and  vegetable  kingdoms. 

All  animals  require  for  their  sustenance  organic  compounds.  They 
are  unable  to  build  up  the  complex  protoplasmic  substances  which  form 
their  body  cells  from  chemical  elements  or  from  the  simple  inorganic 
salts.  They  are  dependent  for  the  manufacture  of  their  food-stuflfs, 
therefore,  directly  or  indirectly,  upon  the  synthetic  or  anabolic  activi- 
ties of  the  green  plants. 

These  plants,  by  virtue  of  the  chlorophyll  contained  within  the  cells 
of  their  leaves  and  stems,  and  under  the  influence  of  sunlight,  possess 
the  power  of  utilizing  the  carbon  of  the  carbonic  acid  gas  of  the  atmos- 
phere, and  of  combining  it  with  water  and  the  nitrogenous  salts  ab- 
sorbed by  their  roots,  building  up  from  these  simple  radicles  the  highly 
complex  substances  required  for  animal  sustenance. 

These  products  of  the  synthetic  activity  of  the  green  plants,  then, 
are  ingested  by  members  of  the  animal  kingdom,  either  directly,  in  the 
form  of  vegetable  food,  or  indirectly,  as  animal  matter.  They  are 
utilized  in  the  complex  laboratory  of  the  animal  body  and  are  again 
broken  down  into  simpler  compounds,  which  leave  the  body  as  excreta 
and  secreta. 

The  excreta  and  secreta  of  animals,  however,  are,  in  a  small  part 
only,  made  up  of  substances  simple  enough  to  be  directly  utilized  by 
plants.    The  dead  Ixxlies,  moreover,  of  both  animals  and  plants  would 
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be  of  little  further  value  as  stores  of  matter  unless  new  factors  inter- 
vened to  reduce  them  to  that  simple  form  in  which  they  may  again 
enter  into  the  synthetic  laboratory  of  the  green  plant.  Agents  for 
further  cleavage  of  these  compounds  are  required,  and  these  are  supplied 
by  the  varied  activities  of  the  bacteria. 

On  the  other  hand,  bacteria  are  also  important  in  the  process  of 
synthesis.  The  main  supply  of  nitrogen  available  for  plant  life  is  found 
in  the  elementary  state  in  the  atmosphere — a  condition  in  which  it 
can  not  be  utilized  as  a  raw  product  by  the  plant.  This  gap  again  is 
bridged  by  the  bacteria  found  in  the  root  bulbs  of  the  leguminous  plants 
— bacteria  which  possess  the  power  of  assimilating  or  aiding  in  the  as- 
similation of  atmospheric  nitrogen  and  its  preparation  for  further  use  by 
the  plant  itself.  Another  bacterial  activity  which  may  be  classified  as  an 
anabolic  process  is  the  oxidation  of  the  ammonia,  released  by  decomposi- 
tion, into  nitrites  and  nitrates.  This  is  carried  on  by  certain  bacteria  of 
the  soil.    These  are  to  be  treated  of  in  gi-eater  detail  in  another  section. 

There  is  a  constant  circulation,  therefore,  of  nitrogen  and  carbon 
compounds,  between  the  plant  and  the  animal  kingdoms,  by  virtue  of  an 
anabolic  or  constructive  process  in  the  one,  and  a  katabolic  or  destruc- 
tive process  in  the  other,  rendering  them  mutually  interdependent  and 
indispKjnsable.  The  circuit,  however,  is  not  by  any  means  a  closed  one; 
there  are  important  gaps,  both  in  the  process  of  cleavage  and  in  that  of 
synthesis,  which,  if  left  unbridged  by  the  bacteria,  would  effectually 
arrest  all  life-activity  of  plants  and  eventually  of  animals. 

Far  from  being  scourges,  therefore,  these  minute  microorganisms 
are  paramount  factors  in  the  great  cycle  of  living  matter,  supplying 
necessary  links  in  the  circulation  of  both  nitrogenous  and  carbon  com- 
pounds. 

KATABOLIO  AGTIVITIES   OF  BACTERIA 

The  katabolic  activities  of  bacteria,  then,  consist  in  the  fermentation 
of  carbohydrates  and  in  the  cleavage  of  proteids  and  fats. 

Fermentation  is  carried  out  to  a  large  extent  by  the  yeasts,  but  also 
to  no  inconsiderable  degree  by  bacteria.  Proteid  decomposition  and  the 
cleavage  of  fats  are  carried  out  almost  exclusively  by  bacteria. 

For  our  knowledge  of  the  fundamental  laws  underlying  these  phe- 
nomena of  fermentation  and  proteid  decomposition,  we  are  indebted 
to  the  genius  of  Pasteur,*  who  was  the  first  to  prove  experimentally  the 


•  Pasteur,  "  fttude  sur  la  hi  re,"  Paris,  1876. 
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exclusive  and  specific  parts  played  by  various  microorganisms  in  these 
processes.  While  the  observations  and  deductions  made  by  Pasteur  have 
not  been  greatly  modified,  a  large  store  of  information  has  been  gained 
since  his  time,  which  has  thrown  additional  light  upon  the  chemical  de- 
tails and  the  more  exact  manner  of  action  of  the  factors  involved. 

The  actual  work  of  cleavage  in  both  fermentation  and  prot«id  cleav- 
age is  carried  out  by  substances  known  as  enzymes  or  ferments,  the  nature 
of  which  we  must  further  discuss  before  their  manner  of  action  can  be 
fully  comprehended. 

Bacterial  Enzymes  or  Ferments. — ^A  ferment  or  enzyme  is  a  substance 
produced  by  a  living  cell,  which  brings  about  a  chemical  reaction  with- 
out entering  into  the  reaction  itself.  The  enzyme  itself  is  not  bound  to 
any  of  the  end  products  and  is  not  appreciably  diminished  in  quantity 
after  the  reaction  is  over,  although  its  activity  may  be  finally  inhibited 
by  one  or  another  of  the  new  products.  The  action  of  bacterial  enzymes  is 
thus  seen  to  be  closely  similar  to  that  of  the  chemical  agents  technically 
spoken  of  as  "  katalyzers,"  represented  chiefly  by  dilute  acids.  Thus, 
if  an  aqueous  solution  of  saccharose  is  brought  into  contact  with  a 
dilute  solution  of  sulphuric  acid,  the  disaccharid  is  hydrolyzed  and  is 
decomposed  into  levulose  and  dextrose. 

Thus: 

In  contact  with  Dextrose         Levulose 

dilute  H2SO, 

During  this  process,  which  is  known  as  "inversion,"  the  concentration 
of  tlu^  sulphuric  acid  remains  entirely  unchanged.  While  theoretically 
the  changes  brought  about  by  enzymes  and  katalyzers  are  usually 
such  as  would  occur  spontaneously,  the  time  for  the  spontaneous  oc- 
currence would  be,  at  ordinary  temperatures,  infinitely  long.  The  defini- 
tion for  enzymes  and  katalyzers  is  given  by  Ostwald,  therefore,  as 
"  substances  which  hdsten  a  chemical  reaction  without  themselves  taking 
part  in  it . "  Exactly  the  same  result  which  is  obtained  by  the  use  of  dilute 
sulphuric  acid  is  caused  by  the  ferment  '*invertase"  produced,  for 
instance,  l)y  H.  megatherium.  Were  a  solution  of  saccharose  sub- 
jected to  heat,  without  katalyzer  or  ferment,  a  similar  change  would 
occur,  but  by  the  mediation  of  these  substances  the  inversion  is  pro- 
duced without  other  chemical  or  physical  reinforcement. 

This  analogy  between  enzymes  and  katalyzing  agents  is  very 
striking.     Thus,  as  stated,  both  katalyezrs  and  enzymes  bring  about 
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changes  without  themselves  being  used  up  in  the  process,  both  act 
T^ithout  the  aid  of  heat,  and  the  reactions  brought  about  by  both 
have  occasionally  been  shown  to  be  reversible.  While  this  last  phe- 
nomenon has  been  variously  shown  for  katalyzers,  the  process  of  re- 
versibility hiis  been  demonstrated  for  bacterial  enzyme  action  only  in 
isolat<»d  cases.  Thus,  it  has  been  found  that  by  the  action  of  the  yeast 
I'nzyme  maltase  upon  concentrated  dextrose  solutions,  a  re-formation  of 
maltos<»  may  occur.  In  both  cases,  moreover,  the  quantity  of  enzyme 
or  katalyzer  is  infinitely  small  in  proportion  to  the  amount  of  materia! 
converted  by  their  action. 

There  is  a  close  similarity,  furthermore,  between  the  bacterial  en- 
zymes and  the  ferments  produced  by  specialized  cells  of  the  higher  ani- 
maLs  and  plants.  For  instance,  the  action  of  the  ptyalin  of  the  saliva  or 
of  the  diastase  obtained  from  plants  is  entirely  analogous  to  the  starch- 
splitting  action  of  the  amylase  produced  by  many  bacteria. 

The  action  of  all  enzymes  depends  most  intimately  upon  environ- 
mental conditions.  For  all  of  them  the  presence  of  moisture  is  essential. 
All  of  them  depend  for  the  development  of  their  activity  upon  the  exist- 
ence of  a  specifically  suitable  reaction.  Strong  acids  or  alkalies  always 
inhibit,  often  destroy  them.  Temperatures  of  over  70°  C.  permanently 
destroy  most  enzymes,  whereas  freezing,  while  temporarily  inhibiting 
their  action,  causes  no  permanent  injur\',  so  that  upon  thawing,  their 
activity  may  be  found  almost  unimpaired.  Direct  sunlight  may  injure, 
but  raivly  destroys,  ferments.  Against  the  weaker  disinfectants  in  com- 
mon use,  enzymes  often  show  a  higher  resistance  than  do  the  bacteria 
which  give  rise  to  them. 

The  optimum  conditions  for  enzyme  action,  then,  consist  in  the 
presence  of  moisture,  the  existence  of  a  favorable  reaction,  weakly  acid 
or  alkaline,  as  the  case  may  be,  and  a  temperature  ranging  from  35°- 
43°  C 

Pioteoljrtic  Enzjrmes. — In  nature,  the  decomposition  of  dead  animal 
and  vegetable  matter  occurs  only  when  the  conditions  are  favorable  for 
bacterial  development.  Thus,  as  Ls  well  known,  freezing,  sterilizing  by 
heat,  or  the  addition  of  disinfectants  will  prevent  the  rotting  of  organic 
material. 

In  the  laborator}',  the  presence  of  prot(»olytic  enzymes  is  determined 
chiefly  by  the  power  of  bacteria  to  liquefy  gelatin,  fi})rin,  or  coagulated 
bloorl  sc»rum.    These  ferments  are  not  always  secretions  from  the  bac- 


>  Oppcnheimer,  **  Die  Fennento,"  etc.    Leipzig,  1900. 
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terial  cell,  but  in  some  cases  may  be  closely  bound  to  the  cell-body  and 
separable  only  by  extraction  after  death.  In  such  cases  they  are  spoken 
of  as  endoenzymes.  Whenever  they  are  true  secretory  products,  however, 
they  can  be  obtained  separate^from  the  microorganisms  which  form  them 
by  filtration  through  a  Berkefeld  candle.  From  such  filtrates  they  may, 
in  some  cases,  be  obtained  in  the  dry  state  by  precipitation  with  alcohol. 
When  obtained  in  this  way  the  precipitated  enzyme  is  usually  much 
more  thermostable  than  when  in  solution,  for  while  soluble  enzymes  in 
filtrates  are  usually  destroyed  by  70°  C,  and  even  less,  the  dried  pow^der 
may  occasionally  withstand  140°  C.  for  as  long  as  ten  minutes.* 

Apai-t  from  the  general  conditions  of  temperature  and  moisture,  the 
development  of  these  enzymes  seems  to  depend  directly  upon  the  pre^'^nce 
of  proteids  in  the  cultu'*:,  media.  The  number  of  bacterial  species 
whi(!h  produce  proteciytic  enzymes  is  legion.  Among  those  more  com- 
monly met  with  are  staphylococci,  B.  subtilis,  B.  proteus,  B.  faecalis 
liqu(»faci(»ns,  Spirillum  cholera)  asiatica*,  B.  anthracis,  B.  tetani,  B.  pyo- 
cyaneus,  and  a  large  number  of  othei's.  The  inability  of  any  given  micro- 
organism to  li(|uefy  g(»latin  or  fibrin  by  no  means  entirely  excludes  the 
formation  by  it  of  proteolytic  enzymes,  since  these  ferments  may  oft^ju 
be  active  for  one  pailicular  class  of  proteid  only. 

In  order  to  study  the  qualitative  and  quantitative  powers  of  any 
given  bact(*rial  proteolyzing  enzyme  or  protease,  it  is,  of  course,  neces- 
sary to  study  these  processes  in  pure  culture  in  the  test  tube  with  media 
of  known  composition.  In  the  refuse  heap,  in  sewage,  or  in  rotting 
excreta,  the  process  is  an  extremely  complicated  one,  for  besides  the 
bacteria  which  attack  the  proteid  molecule  itself,  there  are  many  other 
species  supplem(»nting  these  and  each  other,  one  species  attacking  the 
more  or  less  complex  end-products  left  by  the  action  of  the  others. 

I^]xactly  what  tlie  chemical  reactions  are  which  take  place  in  these 
cleavages  is  not  entirely  clear.  It  is  l>elieved,  however,  that  most  of  the 
cleavages  are  of  an  hydrolytic  natun*. 

In  general,  the  action  of  the  proteid-splitting  ferments  is  comparable 
to  that  of  the  pancreatic  f(»rm(uit  tr}'j)sin,  and  they  are  most  often  active 
in  an  alkaUne  (environment.  They  differ,  among  themselves,  chiefly  in 
the  form  of  proteid  which  they  are  compet(»nt  to  attack,  and  in  the 
ext<ent  to  which  they  an*  able*  to  reduce  it  toward  its  simple  radicles. 

A  distinction  is  occasionally  made  between  the  terms  piUre faction 
and  dccatfj  th(»  former  IxM'ng  uscmI  to  n^fcT  to  the  decomposition  taking 


»  Fuhrniann,  "  Die  Bakterienzyme,"  p.  45. 
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place  under  anaerobic  conditions,  that  is,  in  the  absence  of  oxygen,  a 
process  usually  resulting  in  incomplete  cleavage  of  the  proteid  medium  ; 
the  latter  being  used  to  signify  decompositions  under  aerobic  conditions 
and  leading  to  a  more  complete  splitting,  the  end-products  ofU^i  being 
represented  by  such  simple  compounds  as  carbon  dioxide,  water,  and 
ammonia.  In  general,  the  products  of  putrefaction  are  largely  repre- 
st'nted  by  the  amino-acids,  leucin  and  tyrosin,  fatty  acids,  mercaptan, 
indol,  and  skatol.  The  gases  generated  in  such  decomposition  are  largely 
made  up  of  CO,,  hydroge^n,  NH^  and  H2S.  The  coincident  pres(»nce, 
furthermore,  of  the  carbohydrate-splitting  bacteria  and  of  d(mitrif3'ing 
microorganisms  nMiders  the  actual  process  of  putrefaction  a  chaos  of 
many  activities  in  which  the  end-products  and  by-products  are  qualita- 
tively d(*t(*rminable  only  with  much  inexactitude,  and  which  com- 
pletely defies  any  attempt  at  quantitative  analysis. 

Ptoifuiins. — ^There  are  certain  products,  however,  resulting  from  the 
proteolytic  action  of  bacterial  enzymes  upon  proteids  which  claim  more 
than  a  purely  chemical  interest  because  of  their  toxic  action  upon  the 
animal  organism,  and  their  consequent  importance  as  incitants  of  dis- 
ciise.  PriM^minent  among  these  are  the  ptonuuns.  The  word  ptomain 
(from  rrrtjffta^  a  dead  body)  is  used  to  designate  organic  chemical 
compMDunds  produced  by  the  action  of  bacteria,  which  are  basic  in  char- 
SLctvr;  that  is,  are  able  to  combhie  with  an  acid  to  form  a  salt.  They 
shouUI  be  definitely  distinguished  from  the  so-called  leucomains,  a 
term  employed  to  designate  similar  substances  formed  in  the  course 
of  prot<»id  metabolism  within  the  animal  body,  and  not  bacterial  in 
origin.  Both  in  their  basic  characters  and  in  their  nitrogenous  constitu- 
tion, the  ptomains  resemble  the  vegeta})le  alkaloids,  and  for  this  reason 
an'  sometimes  spoken  of  as  "animal  alkaloids.*' 

The  ptomains  must  l)e  sharply  distinguished  from  the  bacterial 
toxin.s,  which  are  products  of  the  bacterial  growth  irrespective  of  the 
rne<lium  in  which  they  are  grown,  except  in  so  far  as  this  hind(»rs  or 
abets  the  development  of  the  microorganisms.  Thus,  toxins  may  be 
developed  by  diphtheria  organisms,  for  instance,  in  proteid-frce  media. 
As  will  be  seen  in  a  subsequent  section,  the  true  toxins  are  comparable 
to  the  i»nzymes  themselves,  rather  than  to  their  cleavage  products,  rep- 
resented in  this  instance  by  the  ptomains. 

A  great  number  of  ptomains  are  chemically  known.  Many  of 
theae  passesa  little  or  no  toxicity.  Others,  however,  like  putrescin 
(tetramethylenediamin,  C4H,2N,)  and  cadaverin  (CsHj^Nz)  are  very 
highly  poisonous.    It  is  to  one  or  another  of  these  ptomains  that  most 
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cases  of  so-called  meat  poisoning  (kreatoxismus) ,  cheese  poisomng 
(tyrotoxismus) ,  or  vegetable  poisoning  (sitotoxismus)  are  due. 

In  each  individual  case  the  variety  of  ptomain  resulting  from  a  bac- 
terial decomposition  varies  with  the  individual  species  of  microorganism 
taking  part  in  the  process  and  with  the  nature  of  the  proteid  upon  which 
its  development  takes  place. 

In  breaking  down  animal  excreta,  the  task  of  the  bacteria  is  rather 
a  simpler  one  than  when  dealing  with  the  cadavers  themselves,  for  here  a 
part  of  the  cleavage  has  already  been  carried  out  either  by  the  destruc- 
tive processes  accompanying  metabolism,  or  by  partial  decomposition  by 
bacteria  begun  within  the  digestive  tract.  This  material  outside  of  the 
body  is  further  rcduced  by  bacterial  enzymes  into  still  simpler  sub- 
stances, the  nitrogen  usually  being  liberated  in  the  form  of  ammonia. 
One  example  of  such  an  ammoniacal  fennentation  may  be  found  in 
the  case  of  the  urea  fermentation  by  Micrococcus  urese,  in  which  the 
cleavage  of  the  urea  takes  place  by  hydrolysis  according  to  the  follow- 
ing formula: 

(NH^)^  CO  +  2H2  O  =  COj  +  2NH3  +  H3  O 

Similar  ammoniacal  fermentations  are  carried  out,  though  perhaps 
according  to  less  simple  formula?,  by  a  large  number  of  microorganisms. 
Perhaps  the  most  common  species  which  possesses  the  power  is  the  group 
represented  by  B.  proteus  vulgaris  (Hauser). 

From  what  has  been  said  it  follows  naturally  that,  so  far,  the  decom- 
position of  the  proteid  molecule  from  its  complex  structure  to  ammonia 
or  simple  ammonia  compounds  Ls  an  indispensably  important  function, 
not  only  for  agriculture,  but  for  the  mahitenance  of  all  life  processi^s. 
It  is  clear,  on  the  other  hand,  that  a  further  decomposition  of  ammonia 
compounds  into  fonns  too  simple  to  b(»  utilized  by  thi»  gn^en  plants  would 
be  a  decidedly  harmful  activity.  And  yet  this  is  brought  about  by  the 
so-called  denitrifying  bact<»ria  which  will  be  considered  in  a  subsequent 
section. 

Lab  Enzymes. — ^There  are  a  number  of  ferm(»nts  produced  by  bacteria 
which,  although  affecting  proteids,  can  not  properly  be  classified  with 
the  proteolytic  enzymes.  These  are  the  so-<*alled  coagulas(*s  or  lab 
enzymes,  which  have  the  power  of  producing  coagulation  in  li(|uid  pro- 
teids. Just  what  the  chemical  process  underlying  this  coagulation  is, 
is  not  known.     If  IIammarst(»n's*  conclusions  as  to  the  hydrolytic 


» Ilammarsten,  "Textbook  of  Pliysiol.  Cheiiiistrj'."  Translation  by  Manclel. 
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nature  of  the  ehanges  produced  by  them  arc  true,  these  enzymes  are 
l>n:)uj:ht  into  close  rehitionship  to  the  proteolyzers,  although  a  coagula- 
tion ran  hanily  be  regarded  as  a  true  katabolic  process.  In  milk  where 
the  lab-action  becomes  evident  by  precipitation  of  casein,  a  strict  dif- 
f<'nntiation  must  be  made  between  this  coagulation  and  that  brought 
alK)ut  by  acids  or  alkalies.  In  the  fonner  case,  casein  is  not  only  pre- 
cipitated and  converted  into  paracasein,  but  is  actually  changed  so  that 
when  redlssolved  it  is  no  longer  precipitated  by  lab." 

Coagulating  enzymes  for  milk  proteids,  blood,  and  other  proteid 
s<jlutions  are  produced  by  a  large  variety  of  bacteria.  They  have  been 
obs<»rved  in  cultures  of  the  cholera  vibrio,  B.  prodigiosus,  B.  pyocyaneus, 
an<i  s*.*v(Tal  others.^ 

The  lab  enzymes  are  easil}^  destroyed  l)y  temperatures  of  70°  C.  and 
over,  and  are  veiy  susceptible  to  cxcessiv(^  acidity  or  alkalinity. 

Fat-Splitting  Enzymes  (Lipase) . — ^The  fat-splitting  powers  of  bac- 
ti'ria  have  been  less  studied  than  some  of  the  other  bacterial  func- 
tions an<l  are  correspondingly  moi-e  obscure.  It  is  known,  nevertheless, 
that  the  process  is  due  to  an  enzyme  and  that  it  is  probably  hydrolytic 
in  natun*.  The  following  formula  represents  the  simplest  method  in 
which  some  of  the  molds  and  bacteria  produce  cleavage  of  fats  into 
clvcerin  and  fatty  acid. 

C3  H,  (C^  H,„_,  0^3  +  3H,  O  =  C3  H,  (OH3)  4-  3C„  n,„  O, 

Glycerin         Fatty  acid 

Some  of  the  bacteria  endowed  with  the  power  of  producing  lipase 
are  the  spirillum  of  cholera,  B.  fiuorescens  liquefaciens,  B.  prodigiosus, 
B.  pyocyaneus.  Staphylococcus  pyogenes  aureus,  and  some  members  of 
the  streptothrix  fanu'ly.  The  methods  of  investigating  this  function  of 
l»acteria,  originateil  l)y  I^jkmann,'  consists  in  covering  the  bottom  of  a 
Petri  dish  with  tallow  and  pouring  over  this  a  thin  layer  of  agar.  Upon 
this,  the  bacteria  art^  planted.  Any  diffusion  of  lipase^  from  the  bacterial 
ff»Ioiiies  becomes  evident  by  a  formation  of  white,  opacjue  spots  in  th(* 
t;dlf>w.  Carriere*  was  able  to  demonstrate  a  fat -splitting  ferment  for  the 
tuhr-rde  bacillus.  Apart  from  the  importance  of  these  enzymes  in 
natuH'  for  th(»  destruction  of  fats,  th(\v  are  industrially  important  b(»- 


»  Oppenheimer,  "Die  Ferniento  u.  \\\rv.  Wirkung,"  Leipzig.  1903. 

«  Tttrini,  Atti  del  laborat.  d.  saiiita.  Rome,  1890. 

>  Ejkmann,  Cent.  f.  Bakt..  I.  xxix,  1901. 

<  Carriire,  Comptes  rend,  de  la  soc.  de  biol.,  53, 1901. 
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caus(»  of  their  action  iii  rondiTiiig  butter,  milk,  tallow,  and  allied  prod- 
ucts rancid,  and  arc  medically  of  interest  for  their  action  upon  fats  in 
the  intestinal  canal. 

Enzymes  of  Fermentation  (The  Cleavafje  of  Carbohf/draies  by  Bacteria), 
— The  power  to  assimilat-c  carbon  dioxide  from  the  atmosphere  is 
possessed  only  by  the  green  plants  and  some  of  the  colored  algse, 
and  the  sulphur  or  Thiobacteria.  All  other  living  beings  are  thus 
dependent  for  their  supply  of  carbon  upon  the  synthetic  activities 
carried  on  by  these  plants  to  the  same  degree  in  which  they  are  de- 
pendent upon  similar  processes  for  their  nitrogen  supply.  The  return  of 
this  carbon  to  the  atmosphere  is,  of  course,  brought  about  to  a  large  ex- 
tent by  the  respiratoiy  processes  of  the  higher  animals.  The  carbon, 
which,  together  with  nitrogen,  forms  a  part  of  proteid  combinations,  is 
freed,  as  we  have  sc»en  in  a  previous  section,  by  the  processes  of  proteid 
cleavaK(*.  That,  however,  which  is  inclosed  in  the  carbohydrate  mole- 
cule, is  set  free  by  the  action  of  yc^asts,  molds,  or  bacteria,  by  an  enzy- 
matic proc(\ss  simila.'  in  every  resp(»ct  to  that  described  al)Ove  for  the 
process  of  proteid  cleavage. 

Fermentation. — The  power  of  carbohydrate^  cleavage  is  possessed 
by  a  large  number  of  the  y(»asts  and  bacteria.  The  process,  as  has 
been  indicated,  is  of  great  importance  in  the  cycle  of  carbon  compounds 
for  th(»  return  of  carbon  to  its  simplest  forms,  and  is,  furthermore,  as 
will  l)e  seen  in  a  later  section,  of  great  utility  in  the  industries.  In  each 
cas(^  the  power  to  split  a  particular  carboliydrat(»  is  a  more  or  less  specific 
characteristic  of  a  given  species  of  microorganism,  and  for  this  reason 
has  been  extcnisively  usetl  jis  a  method  for  the  })iological  differen- 
tiation of  bacteria.  In  the  course  of  much  careful  work  upon  this 
question  it  has  been  ascertained  that  the  specific  carbohydrate-splitting 
powers  of  any  given  species  an*  constant  and  unchanged  through 
many  generations  of  artificial  cultivation.  Thus,  dilTenMitiation  of  the 
(Iram-n(»gative  bacteria,  th(*  members  of  th(?  pneuniococcus-streptococ- 
cus  group,  and  th(^  diphtheria  group,  can  now  largely  l)e  made  by  a  study 
of  their  sugar  fermentations. 

In  most  of  these*  cases,  as  far  as  we  know,  the  cleavage*  is  produced  by 
a  process  of  hyelroly.sis.  A  ce)nve'nie'nt  nome^ne'lature  which  has  been 
aele)pte*el  for  the  ele\signatie)n  of  the\se*  fermeuits  is  that  whie'h  employs  the 
name*  of  the  e'onve»rte*el  carbohyelrat<*  aelding  the  suflfix  "ase"  to  indicate 
the  enzyme.  There  an*  thus  ferments  kne)wn  as  amyhise,  cellulase,  lac- 
tas(*,  etc. 

Amylase    {Diaaiase  or  Amylolytk  Ferment). — Amylases  or  starch- 
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I 

i      splitting  enzymes  are  formed   by  many  plants   (malt)  and  by  animal 

organs  (pancreas,  saliva,  liver).      Among  microorganisms  amylase  is 

pro(liice<l  by  many  of  the  streptothrix  feroup,  by  the  spirilla  of  Asiatic 

cholera  and  of  Finkler-Prior,  by  B.  anthracis,  and  many  other  bacteria. 

A  large  number  of  the  bacteria  found  in  the  soil,  furthermore,  have 

hoon  shown  to  produce  amylas(*s.     By  cultivating  bacteria  upon  starch- 

agar  plates,  amylase  can  be  readily  demonstrated  by  a  clearing  of  the 

medium  immediately  surrounding  the  colonies.^ 

Since,  of  course,  there  are  several  varieties  of  starches,  it  follows  that 
the  exact  chemical  action  of  amvlasc  differs  in  individual  cases.  The 
determination  of  the  stnictural  disintegration  of  starch  by  these  fer- 
ments is  fraught  with  much  difficulty,  owing  to  the  polymeric  constitu- 
tion of  the  starches.  Primarily,  however,^  a  cleavage  takes  place  into 
a  dLsaccharid  such  as  maltose  (hexobiose) ,  and  the  non-reducing  sugars 
and  dextrin.  Beyond  this  point,  howev(»r,  the  further  cleavages  are 
subject  to  much  variation  and  are  not  entirely  clear.  The  dextrins 
upon  further  reduction  yield  eventually  dextrose. 

CeUulane. — Cc^llulosc  Ls  fermented  by  a  limited  number  of  l)acteria, 
most  of  them  anaerobes.  The  chemical  process  by  which  this  takes  place 
is  but  poorly  understood.^ 

Gdase, — .Vn  agar-splitting  ferment  has  been  found  by  Gran.^ 
Invertase. — The  enzymes   which   hydrolytically   cause   cleavage   of 
saccharoses  into  dextrose  and  levulose  are  numerous.     The  chemical 
process  takes  place  according  to  the  following  formula: 

C,2  H22  0,1  +  H2  0  =  C^  H12  Oe  4-  Cg  H,2()5 
Saccharose  Dextrose       Levulose 

Invertase  is  produced  by  many  of  the  yeasts.  It  is  one  of  the  most 
common  of  the  enzymes  produced  by  bacteria,  and  has  been  found  in 
cultures  of  B.  megatherium,  B.  subtilis,  pneumococcus,  some  stn^pto- 
cocci,  B.  coli,  and  many  others.  Invertase  is  usually  very  susceptible  to 
heat,  lK»ing  destroyed  by  temperatures  of  70°  C.  and  over.  A  slightly 
arid  reaction  of  media  abets  the  inverting  action  of  these  enzymes. 
Strong  acids  and  alkalies  inhibit  them.  Inverting  enzymes  may  be 
precipitated  out  of  solution  by  alcohol.  Antiseptics  (»ven  in  weak  con- 
centrations will  inhibit  their  action. 


«  Ejkmann,  Cent.  f.  Bakt.,  xxix,  1901,  and  xxxv,  19(M. 

2  Omelianski,  Lafar's  "  Handb.  d.  techn.  Mykologie,"  Bd.  iii,  ('hap.  9. 

*  Gran,  Bergens  Museum  Aarbog,  1902,  lift.  I. 
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Lactase, — Lactose-splitting  ferments  are  extremely  common  both 
among  bacteria  and  among  the  yeasts.  The  process  is  here  again  a 
hydrolytic  cleavage  resulting  in  the  formation  of  the  monosaccharids 
as  dextrose  and  galactose. 

Mdtase, — A  maltose-splitting  ferment  has  also  been  found  in  the 
cultures  of  many  bacteria,  leading  to  the  formation  of  dexti-ose. 

Lactic  Acid  Fermentaiion. — Lactic  acid  (oxyproprionic  acid,  CjH,  0,) 
is  one  of  the  most  common  substances  to  appear  among  the  prod- 
ucts of  bacterial  activity,  both  in  medift  containing  carbohydrates 
and  in  those  consisting  entirel}^  of  albuminous  substances.-  In  most  of 
these  cases,  the  lactic  acid  is  formed  merely  as  a  by-product  accom- 
panying many  other  more  complicated  chemical  cleavages.  In  some 
instances,  however,  lactic  acid  is  produ(;ed  from  carbohydrates,  both 
disaccharids  and  monosaccharids,  as  an  almost  pure  product  due  to  a 
specific  bio-chemical  process.  The  reactions  taking  place  in  this  phenom- 
enon may  be  briefly  expressed  according  to  the  following  formulae: 

CisH^On  -f-  H2  0=    4C3He03 
Lactose  Lactic  acid 

or 

CeH.^O,  =  2C3H„()3 
Dextrose     Lactic  acid 

In  the  same  way  lactic  acid  may  be  produced  by  bacteria  from  levu- 
lose. 

Examples  of  lactic  acid  formation  an*  furnished  by  the  streptococcus 
lacticus,  and  B.  lactis  aerogenes.  In  the  ctise  of  the  former,  the  fer- 
mentation may  inde(*d  proceed  by  the  simple  chemical  process  indi- 
cated in  the  formulie,  since  th(»  action  of  the  bacillus  is  entirely  unac- 
companied by  th(»  evolution  of  gas. 

Numerous  oth(»r  bacteria  produce  large*  amounts  of  lactic  acid  from 
lactose,  possibly  by  ch(^mical  processes  l(\ss  sini])ly  formulated.  Among 
these  are  })acilli  of  the  colon  group,  H.  prodigiosus,  B.  proteus  vulgaris, 
and  many  others.  Although  lactic  acid  is  usually  the  chief  product  in 
the  bact(M*ial  fermentation  of  tlie  sinipl(M*  carbohy(lrat(»s,  acetic,  formic, 
and  butyric  acids  may  often  be  found  as  by-products  in  vaiiable 
amounts.' 

()x}/(hses  (Oxf/dizing  Evzymes). — The  most  common  example  of 
oxidation  by  means  of  bacterial  fernu^nts  is  the  production  of  acetic  acid 


Buchner  und  Meisenheimer,  Ber.  d    Deut.  choin.  Gos(?ll.sch.,  xxxvi,  1903. 
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from  weak  solutions  of  ethyl  alcohol.  This  process,  which  is  the  basis  of 
vinegar  production,  is  universally  carried  out  by  bacterial  ferments. 
While  possessed  to  some  extent  by  a  considerable  number  of  microorgan- 
isms, acetic  acid  formation  is  a  function  pre-eminently  of  the  bacterial 
groups  described  by  Hansen,  including  "Bacterium  aceti"  and  "Bac- 
terium pasteurianum."  To  these  two  original  groups  a  number  of  others 
have  since  been  added. 

The  organisms  are  short,  plump  bacilli,  with  a  tendency  to  chain- 
formation,  and  occasionally  showing  characteristically  swollen  centers 
and  many  irregular  involution  forms.  In  the  production  of  vinegar,  as 
generally  practiced  by  the  farmer  with  cider  or  wine,  these  bacteria 
accumulate  on  the  surface  of  the  fluid  as  a  pellicle  or  scum  which  is 
popularly  known  as  the  "mother  of  vinegar."  Destruction  of  these 
bacteria  by  disinfectants  or  by  sterilization  with  heat  promptly  arrests 
the  process  of  vinegar  formation.  Chemically,  the  conversion  of  the 
alcohol  consists  in  a  double  oxidation  through  ethyl  aldehyde  into  acetic 
acid  as  shown  in  the  following  formulae: 

1.  CjHg  (OH)   -h  O  =  CH3  (COH) 
Alcohol  Ethyl  aldehyde 

2.  CH3  (COH)   -h  O  =  CH3  (COOH) 

Acetic  acid 

Alcoholic  Fermentation  {Zymase). — ^The  formation  of  alcohol  as  an 
end  product  of  fermentation  is  of  great  importance  in  a  number  of  the 
industries,  primarily  in  the  production  of  wine  and  beer.  While  accom- 
plished by  a  number  of  bacteria,  this  form  of  fermentation  is  carried 
out  chieflv  bv  the  yeasts. 

Expressed  in  formulae  the  simplest  varieties  of  alcoholic  fermenta- 
tion, from  mono-  and  disaccharids,  may  be  represented  as  follows: 

C,H, A  =  2C2H5  (OH)  +  2  CO2 
Dextrose  Ethyl  alcohol 

or 

C|2H„0n  +  H2O  =  4C,H5(OH)  4-  ^CO^ 
Saccharose  Ethyl  alcohol 

In  all  cases  the  process  may  not  be  so  simple  as  indicated  by  the  equa- 
tions, since  by-products,  such  as  higher  alcohols,  glycerin,  succinic 
and  acetic  acids,  may  often  be  found  in  small  traces  among  the  end- 
products  of  such  fermentations.    The  conditions  which  favor  alcoholic 
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f(»mientaliori  by  the  yojists  are  extremely  important,  since,  upon  ohst-r- 
servance  of  these,  depends  much  of  the  uniformity  of  result  which  is  so 
desirable  in  the  industries  mentioned  above.  Tlie  optimum  concentra- 
tion of  sugar  for  the  production  of  the  highest  quantity  of  alcohol  is  at 
or  about  25  per  c(Mit.  The  temperature  favoring  the  process  ranges 
about  30°  C.  Under  such  conditions  fermentation  may  continue  until 
the  alcohol  forms  almost  a  20-per-cent  solution.  Most  of  the  fermenta- 
tions important  in  the  wine,  beer,  and  spirit  industries,  take  place  under 
anaerobic  conditions,  since  the  carbon  dioxide  which  is  formed  soon 
shuts  out  any  excess  of  air. 

In  the  industrial  employment  of  yeasts  for  fennentative  purposes,  it 
is  necessary-  to  work  with  specific  strains,  and  in  scientifically  conducted 
vineyards,  bn'weries,  and  distilleries  the  study  and  pure  cultivation  of 
the  yeasts  form  no  unimportant  part  of  the  work.  Certain  races  of  yeasts 
are  more  uniform  in  their  fermentative  powers  than  others,  and  the  by- 
products fonned  by  some  races  differ  sufficiently  from  those  of  other 
races  to  cause  material  differences  in  the  resulting  substances.  In  the 
wine  industries,  the  yeasts  differ  mu'*h  from  one  another  according  to 
climatic  and  other  environm(^ntal  conditions.  In  vineyards,  natural 
inoculation  of  the  grapes  occ^urs  by  transportation  of  the  yeast  from 
the  soil  to  the  surface  of  the  grapes  by  wasps,  bees,  or  other  insects, 
through  whose  alimentary  canals  the  microorganisms  pass  uninjured. 
In  the  autumn  the  yeast  is  returned  to  the  soil  by  falling  berries  and 
remains  alive  in  the  upper  layers  of  the  ground  throughout  the  winter 
months.  In  actual  practice  this  natural  yeast  inoculation  is  not  de- 
pended upon,  but  pure  cultures  of  artificially  cultivated  yeasts  arc 
employed  for  inoculation.  In  some  of  the  wine-growing  countries  these 
are  supplied  by  special  government  experiment  stations. 

Denitrifsring  Bacteria. — Nitrogen  is  most  readily  absorbed  by  plant<s 
in  the  form  of  nitrates.  These  are  furnished  to  the  soil  chiefly  by  the 
prot(»id  decomposition  induced  by  the  proteolytic  bacterial  enzymes. 
It  is  self-evident,  therefore,  that  any  cleavage  which  reduces  nitrog- 
enous matter  b(»yond  the  stage  of  nitrates,  to  nitrites  and  ammonia, 
d(  tracts  from  the  value  of  the  nitrogen  as  a  food  stuff  for  plants, 
and  the  eventual  setting  free  of  nitrogen  in  the  elementary  state  ren- 
ders it  entirely  valueless  for  any  but  the  leguminous  plants. 

Neverth(»less,  this  process  of  nitrogen  wjvste  or  denitrification  is 
constantly  going  on  in  nature.  In  the  course  of  ordinary  decomposition, 
there  is  a  constant  reduction  of  nitrogenous  matter  to  nitrites  and  salts 
of  ammonia,  activ(»ly  taken  part  in  hy  a  host  of  bacteria,  as  many  os 
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Si  out  of  109  investigated  by  Maassen  ^  being  found  to  possess  this  power. 
Tills,  however,  is  not  nearly  so  harmful  a  source  of  nitrogen  waste  as 
the  process  technically  spoken  of  as  true  denitrification,  in  which 
nitn\tes  are  reduced,  through  nitric  and  nitrous  oxides,  to  elementary 
nitrogen. 

This  phenomenon,  more  widely  spread  among  bacteria  than  at  first 
beheved,  depends  essentially  upon  simple  oxygen  extraction  from  the 
nitrates  by  the  bacteria,  and  for  this  reason  goes  on  most  actively  when 
the  supply  of  atmospheric  oxygen  is  low.  The  first  bacteria  described 
as  posst^ssing  this  power  of  denitrification  were  the  so-called  B.  denitri- 
ficans  I  and  II,  the  first  im  obligatoiy  anaerobe,  the  other  a  facultative 
aerobe.  Since  then  numerous  other  bacteria,  among  them  B.  coli  and 
B.  pyocyaneus,  have  lx)en  shown  to  exhibit  similar  activities.  It  is 
important  agriculturally,  therefore*,  to  know  that  many  species  which 
are  able  to  utilize  atmospheric  oxygen  when  supplied  with  it,  will  get 
their  oxygen  by  the  reduction  of  nitrates  and  nitrites  when  free  oxygen 
Is  withheld.  It  is  thus  clear  that  a  loss  of  nitrogen  is  much  more  apt 
to  proceed  rapidly  in  manure  heaps  which  are  piled  high  and  poorly 
atTatctl.  There  are  other  factors,  however,  in  iX3gard  to  the  physi- 
ology of  these  microorganisms,  which  must  be  considered  for  practical 
purposes. 

In  order  that  these  bacteria  may  develop  their  denitrifying  powers 
to  the  best  advantage,  it  is  necessary  to  supply  them  with  some  carbon 
compound  which  is  easily  absorbed  by  them.  This,  in  decomposing 
material,  is  furnished  by  the  products  of  the  carbohydrate  cleavage 
going  on  side  by  side  with  the  proteolytic  processes.  It  is  still  more 
or  less  an  open  question  whether  the  facilitation  of  denitrification 
brought  about  in  manure  heaps  by  the  presence  of  hay  and  straw  is  due 
to  the  carbon  furnished  by  these  materials,  or  whether  it  is  due  to  the 
fact  that  bacilli  of  this  group  are  apt  to  adhere  to  the  straw  which  acts 
in  that  case  as  a  means  of  inoculation. 

The  actual  danger  of  nitrogen  depletion  of  the  soil  by  denitiifying 
processes  is  probably  much  less  threatening  than  was  formerly  supposed ; 
for,  in  the  first  place,  the  conditions  for  complete  denitrification  arc 
much  more  perfect  in  the  experiment  than  they  ever  can  be  in  nature, 
and  the  nitrifying  processes  going  on  side  by  side  with  denitrification 
make  up  for  much  of  the  loss  sustained. 


>  MaoBsen,  Arb.  a.  d.  kais.  Oesundheitsamt,  1,  xxviii,  1901. 
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ANABOLIC   OR   STNTHETIO    A0TIVITIE8   OF   BACTERIA 

Nitrog^en  Fixation  by  Bacteria. — ^The  constant  withdrawal  of  nitroge- 
nous substances  from  the  soil  by  innumerable  plants  would  soon  lead  to 
total  depletion  were  it  not  for  certain  forces  continually  at  work  re- 
plenishing the  supply  out  of  the  large  store  of  free  nitrogen  in  the  atmos- 
phere. This  important  function  of  returning  nitrogen  to  the  soil  in 
suitable  form  for  consumption  by  the  plants  is  performed  largely  by 
bacteria. 

It  is  well  known  that  specimens  of  agricultural  soil  when  allowed  to 
stand  for  any  length  of  time  without  further  interference  will  increase 
in  nitrogenous  content,  but  that  similar  specimens,  if  sterilized,  will 
show  no  such  increase.^  The  obvious  conclusion  to  be  drawn  from  this 
phenomenon  is  that  some  living  factor  in  the  unsterilized  soil  has  aided 
in  increasing  the  nitrogen  supply.  Light  was  thrown  upon  this  problem 
when  Winogradsky,'  in  1893,  discovered  a  microorganism  in  soil  which 
possessed  the  power  of  assimilating  large  quantities  of  nitrogen  from 
the  air.  This  bacterium,  which  he  named  "  Clostridium  Pasteurianum," 
is  an  obligatory  anaerobe  which  in  nature  always  occurs  in  symbiosis 
with  two  other  facultatively  anaerobic  microorganisms.  In  sym- 
biosis with  these,  it  can  be  cultivated  under  aerobic  conditions  and  thus 
grows  readily  in  the  upper  well-aerated  layers  of  the  soil. 

Although,  until  now,  no  other  bacteria  with  equally  well-developed 
nitrogen-fixing  powers  have  been  discovered,  yet  it  is  more  than  likely 
that  Clostridium  Pasteurianum  is  not  the  only  microorganism  endowed 
with  this  function.  In  fact,  Penicillium  glaucum  and  Aspergillus  niger, 
two  molds,  and  two  other  bacteria  described  by  Winogradsky,  have  been 
shown  to  possess  this  power  slightly,  but  in  an  incomparably  less  marked 
degree  than  Clostridium  Pasteurianum.^  According  to  the  calculations 
of  Sachse,*  unsterilized  soil  may,  under  experimental  conditions,  gain 
as  much  as  25  milligrams  of  nitrogen  in  a  season,  a  statement  which 
permits  the  calculation  of  a  gain  of  twelve  kilograms  of  nitrogen  per 
acre  annually.*  It  is  ver>'  unlikely,  however,  that  such  gains  actually 
occur  in  nature,  where  nitrogen-fixation  and  nitrogen-loss  usually 
occur  side  bv  side. 


»  BeHhelot,  Compt.  rend,  de  la  soc.  de  biol.,  cxvi.  1893. 

»  Wirwgrcuhky,  Compt.  rend,  de  la  soc.  de  biol.,  cxvi,  1893,  ibid.,  t.  cxviii,  1894. 

»  Tacke,  Landwirtsch.  JahreslMjr.,  xviii,  1889. 

•  iSaM«c,* 'Ajrr.  Chem.,"  1883. 

»  Pfeffer,  Pflugere  Physiologic,  p.  395. 
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Agriculturally  of  even  greater  importance  than  the  free  nitrogen- 
fixing  bacteria  of  the  soil  are  the  bacteria  found  in  the  root  tubercles  of 
a  class  of  plants  known  as  "  Icguminosa;."  It  has  long  been  known  that 
this  class  of  plants,  including  clover,  peas,  beang,  vetch,  etc.  .not  only  does 
not  withdraw  nitrogen  from  the  soil,  but  rather  tends  to  enrich  it.  Upon 
this  knowledge  has  depended  the  well-known  method  of  alternation  of 
crops  employetl  by  farmers  the  worltl  over.  The  actual  reason  for  the 
beneficial  influence  of  the  leguminoflie,  however,  was  not  known  until 
1887,  when  Hellriegel  and  Wilfarth  '  succeeded  in  demonist rating  that 
the  nitrogen-accumulation  was  directly  related  to  the  root  tubercles  of 
the  plants,  and  to  the  bacteria  contained  within  them. 

These  tubercles,  which  are  e.\tremely  numerous — as  many  as  a 
thousand  sometimes  occurring  upon  one  and  the  same  plant — are  formed 
by  the  infection  of  the  roots  with  bacteria  which  probably  enter  through 
the  delicate  root-hairs.  They  vary  in  si?;e,  are  usually  situated  near  the 
main  root-stem,  and.  in  appearance,  are  not  unlike  fungus  growths. 
Their  development  is  in  many  respects  comparable  to  the  develop- 
ment of  inflammatory  granulations  in  animals  after  infection,  inas- 
much as  the  formation  of  the  tubercle  is  largely  due  to  a  reactionary 
hyperplasia  of  the  plant  tissues  themselves.  They  appear  upon  the 
seedlings  within  the  first  few  weeks  of  their  growth  as  small  pink 
nodules,  and  enlarge  rapidly  as  the  plant  grows.  At  the  same  time, 
later  in  the  season,  when  the  plants  bear  fruit,  the  root  tubercles  begin 
to  shrink  and  crack.  When  the  crops  are  harvested,  the  tubercles  with 
the  root  remain,  rot  in  the  ground,  and  re-infect  the  soil. 

Histologically  the  tubercles  are  seen  to  consist  of  large  root  cells 
which  are  densely  crowded  with  microorganisms. 

The  microorganism  itself,  "Bacillus  radicicola,"  was  first  observed 
within  the  tubercles  by  Woronin  '  in  1866.  The  bacilli  are  large,  slender. 
and  actively  motile  during  the  early  development  of  the  tubercles,  but 
in  the  later  stages  assume  a  number  of  characteristic  involution  forma, 
commonly  spoken  of  as  "  baeteroids."  They  become  swollen,  T  and  Y 
shaped,  or  branching  and  threadlike.  Their  isolation  from  the  root 
tubercles  usually  presents  little  difficulty,  since  they  grow  readily  upon 
gelatin  and  agar  under  strictly  aerobic  conditions.  On  the  artificial 
media  the  baciliary  form  is  usually  well  retained,  involution  forms 
appearing  only  upon  old  cultures. 


Hellriegel  und  Wil/aHh.  Cent.  t.  Bakt.,  18S7. 
Woronin,  Bot.  Z«it„  xxiv,  1866. 
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The  classical  experiments  of  Hellriegel  and  Wilfarth  conclusively 
d(^inonstratecl  th(^  important  relation  of  these  tubercle-bacteria  to  nitro- 
gen assimilation  by  the  leguminosie. 

These  observers  cultivated  various  members  of  this  group  of  plants 
upon  nitrogen-free  soil — sand — and  pr^ented  the  formation  of  root 
tubercles  in  some,  by  sterilization  of  the  sand,  while  in  others  thc^ 
encouraged  tubercle  formation  by  inoculation.  An  example  of  their 
results  may  be  given  as  follows:  ^ 

Lupinus  luteus  was  cultivated  upon  sterilized  sand.  Some  of  the 
pots  were  inoculated  with  B.  radicicola,  others  were  kept  sterile.  Com- 
parative analyses  were  made  of  the  plants  grown  in  the  different  pots 
with  the  following  striking  result:  ^     //  /  •        / 

Harvested  sm'lf  and  soil-        Gain  or 

^     ,  ,   ,       ,  dru  weiqht        N.  present  extract  loss  of  N. 

Root  tubercles  .       ,    ;     ..^    nm  \^nd  /wi  I       n-- 

j    (a)    ;^.919  .998  .022  -f  -Oio 

P"^         I    (b)   33.755  .981  .023  -f  .958 

.,  ...       ,  \     (c)      0.989  .016  .020  —.004 

No  root  tubercles ■{    ;  ^ 

{    (d)     0.828  .011  .022  — .009 

The  great  importance  of  this  process  in  agriculture  is  demonstrated, 
furthermore,  by  a  comparison  made  by  the  same  observers  between  a 
legume,  the  pea,  and  one  of  the  common  nitrogen-consuming  crops,  oats.^ 


Nitrogen  contents 

Nitrogen  contents 

of  seed  ami  soil. 

of  crop. 

Gain  or  loss. 

Oats  0.027  grams 

0.007  grams 

—  .020 

Peas  0.038      " 

0.459      " 

-f  .421 

Exactly  what  the  process  is  by  which  the  bacteria  supply  nitrogen  to 
the  plant  is  as  yet  uncertain.  Although  the  degenerating  bacteroids  in 
old  nodules  are  bodily  absorbed  by  the  plant,  this  can  not  be  con- 
ceived as  the  only  method  of  supply,  since  the  total  nitrogen  gain  many 
times  exce(Mls  the  total  weight  of  bacteria  in  the  nodules.  It  is  probable 
that  the  microorganisms  during  life  take  up  atmospheric  nitrogen  and 
secrete  a  nitrogenous  substance  which  is  absorbed  by  the  plant  cells. 

Although  formerly  th(?  relationship  between  plant  and  bacterium 
was  regarded  as  one  of  s^nibiosis  and  of  nnitual  benefit,  the  opinions  as 
to  this  subject  show  wide  divergence.  While,  according  to  some  authors, 
the  entrance  of  the  bacteria  into  the  plants  is  regarded  as  a  true  in- 
f(M;tion  against  which  tlu^  plant  ofT(^i*s  at  fii*st  a  determined  opposition  as 
evidenced  by  tissue  reactions,  other  obs(M*vers,  notably  A.  Fischer,  regard 

'  I^J^Iff^^  "  Planzenphysiolopo."  Leipzig:,  1897. 

''  llrUriegel  und  Wilfarth,  Z<Mt.  d.  Ver.  f.  <L  Riibenzucker  Industrie,  1888.    Quoted 
from  Fischer,  "  Vorles.  liber  die  Bakt./'  Jena,  1903. 
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tlie  plant  as  a  parasite  upon  the  bacteria,  in  that  it  derives  the  sole 
U'ui^fit  from  the  relationship  and  eventually  bodily  consumes  its  host. 
Nitrifying  Bacteria. — A  process  diametrically  opposed  in  its  chem- 
Lstr>^  to  denitrification  and  reduction  is  that  which  brings  aljout  an 
oxidation  of  ammonia  to  nitrites  and  nitrates.  The  actual  increase 
of  nitrates  in  soil  allowed  to  stand  for  any  length  of  time  and  examined 
from  time  to  time  has  been  a  well-established  fact  for  many  years;  but 
it  was  believed  until  a  comparatively  short  time  ago  that  this  increase 
was  due  to  a  simple  chemical  oxidation  of  ammonia  by  atmospheric  oxy- 
gon. The  dependence  of  nitrification  upon  the  presence  of  living  organ- 
isms was  finally  proved  by  Muntz  and  Schlossing  *  in  1887,  who  demon- 
strated that  nitrification  was  abruptly  stopped  when  the  soil  was 
sterilized  by  heat  or  antiseptics.  It  remained,  however,  to  isolate  and 
identify  the  organisms  which  brought  about  this  ammonia  oxidation. 
This  \s\st  step  in  our  knowledge  of  nitrification  was  taken  in  1890,  by 
Winogradsky.  Winogradsky '  found  that  the  failures  experienced  by 
others  who  had  attempt-ed  to  isolate  nitrifying  bacteria  were  due  to  the 
fact  that  they  had  used  the  common  culture  media  largely  made  up  of 
organic  substances.  By  using  culture  media  containing  no  organic 
matter  Winogradsky  succeeded  in  isolating  free  from  the  soil,  bacteria 
which  have  since  that  time  b(*en  confinn(»d  as  being  the  causative  factors 
in  nitrification.  During  his  first  experiments  this  author  observed  that 
in  some  of  his  cultures  the  oxidation  of  ammonia  went  only  as  far  as  the 
stage  of  nitrite  fonnation,  while  in  others  complete  oxidation  to  nitrates 
took  place.  Following  the  clews  indicated  by  this  discrepancy,  he 
finally  succeeded  in  demonstrating  that  nitrification  is  a  double  process 
in  which  two  entirely  different  varieties  of  microorganisms  take  part, 
the  one  capable  of  oxidizing  ammonia  to  nitrites,  the  other  continuing 
the  pHx-ess  and  converting  the  nitrites  to  nitrates.  The  nitrite-fonning 
l)act<*ria  discovered  by  Winogradsky,  and  named  Nitromonius  or  Nitro- 
sf>nionas,  are  easily  cultivated  upon  aqueous  solutions  containing  am- 
monia, potassium  sulphate,  and  magnesium  carbonate.  According  to 
their  disoovert»r  they  develop  within  a  wcH»k  in  this  medium  as  a  gelat- 
inous .sediment.  After  further  growth  this  sc»diment  seems  to  break 
up  and  the  bacteria  appear  as  oval  ])odies,  which  swim  actively  about 
and  develop  flagella  at  one  end.  Upon  the  solid  media  in  ordinary  use 
they  can  not  be  cultivated.    Special  solid  media  suitable  for  their  cul- 


»  AfurUz  iind  Schlossing,  Compt.  rend,  de  I'acad.  des  sciences,  1887. 
»  Winogrculsky,  Ann.  Past.  Inst.,  iv  and  v,  1890,  1891. 
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tivation  and  composed  of  silicic  acid  and  inorganic  salts  have  been 
described  by  Winogradsky  and  by  Omeliansky/ 

Other  nitrite-forming  bacteria  have  since  Ixjen  described  by  various 
observers,  all  of  them  more  or  less  limited  to  definite  localities.  Some 
of  these  are  similar  to  nitrosomonas  in  that  they  exhibit  the  flagellated, 
actively  motile  stage.    In  others  this  stage  is  absent. 

The  nitrite-forming  bacteria,  apart  from  their  great  agricultural  im- 
portance, claim  our  attention  because  of  their  unique  position  in  rela- 
tion to  the  animal  and  vegetable  kingdoms.  Extremely  sensitive  to 
the  presence  of  organic  compounds,  they  are  able  to  grow  and  develop 
only  upon  media  containing  nothing  but  inorganic  material;  and  this 
entirely  without  the  aid  of  any  substances  comparable  to  the  chlorophyll 
of  the  green  plants.  The  source  of  energy  from  which  this  particular 
class  of  bacteria  derive  the  power  of  building  up  organic  compounds 
from  simple  substances  is  to  some  extent  a  mystery.  The  carbon 
which  they  unquestionably  require  for  the  building  up  of  organic  mate- 
rial may  be,  as  Winogradsky  believed,  derived  to  a  certain  extent  from 
ammonium  carbonate.  But  it  is  also  quite  certain  that  they  are  capable 
of  utilizing  directly  atmospheric  CO 2.  In  the  absence  of  chlorophyll 
or  of  any  highly  organized  chemical  compound,  it  seems  likely  that 
the  energy  necessary  for  the  utilization  of  the  carbon  obtained  in  this 
simple  form  is  derived  from  the  oxidation  of  ammonia  during  the  proc- 
ess of  nitrification. 

The  conversion  of  nitrites  into  nitrates  is  carried  on  by  other  species 
of  bacteria  also  disc^overed  by  Winogradsky.  These  bacteria  arc  much 
more  generally  distributed  than  nitrosomonas  and  probably  include  a 
number  of  varieties.  The  organism  described  by  W^inogradsky  is  an 
extremely  small  bacillus  with  pointed  ends.  Capsules  have  occasionally 
been  made  out.  It  may  be  cultivated  upon  aqueous  solutions  con- 
taining : 

Sod.  nitrite 1  per  cent. 

Potass,  phosphate 05  *'       " 

Magnesium  sulph 03  "       " 

Sodium  carbonato 1  "       ** 

Ferrous  sulphate 04  '*       " 

The  development  of  the  organism  is  slow  and  spai*se,  and  is  directly 
inhibited  by  the  presence  of  organic  matter.  It  is  strongly  inhibited  by 
the  presence  of  ammonia. 

The  Liberation  of  Energy  by  Bacteria. — Like  all  other  living  beings, 

1  Orneliansky,  Cent.  f.  Bakt.,  II,  5.  1899. 
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bacteria  in  their  metabolic  processes  liberate  energy.  It  has  been 
shown  by  several  observers  that  slight  quantities  of  heat  are  given 
off  from  actively  growing  cultures.  The  functions,  furthermore,  of 
n*production,  motility,  and  enzyme  formation  may  be  looked  upon  as 
forms  of  energy  liberation.  In  addition  to  this,  certain  bacteria  have 
been  observed  which  may  liberate  energy  in  the  form  of  light. 

Light  Production  by  Bacteria. — ^The  production  of  light  by  bacteria 
L*  a  power  possessed  chiefly  by  certain  species  inhabiting  salt  water. 
Thus,  much  of  the  phosphorescence  observed  at  sea,  though  more  fre- 
quently due  to  Medusa  and  other  invertebrate  animals,  is  caused  by 
these  bacteria.  Numerous  species  which  produce  this  phenomenon 
have  been  isolated,  too  many,  and  too  unimportant,  to  be  individually 
described.  All  of  them  are  aerobes  and  require  highly  complex  food 
stuffs.  They  are  closely  allied  to  the  putrefactive  bacteria,  and  in 
the  sea  are  usually  found  upon  rotting  animal  matter.^  The  production 
of  light  seems  directly  dependent  upon  the  free  access  of  oxygen,  since 
no  light  appears  under  anaerobic  conditions.  Their  luminous  quality, 
moreover,  is  not  a  true  phosphorescence,  in  that  it  does  not  depend 
upon  previous  illumination  and  develops  as  well  in  cultures  kept  in  the 
dark  as  in  those  which  have  been  exposed  to  light.^ 

The  Formation  of  Pigment  by  Bacteria  (Chromobdcteria), — A  large 
number  of  bacteria,  when  cultivated  upon  suitable  media,  give  rise  to 
characteristic  colors  which  are  valuable  as  marks  of  differentiation. 
For  each  species,  the  color  is  usually  constant,  depending,  to  a  certain 
extent,  upon  the  conditions  of  cultivation.  In  only  a  few  of  the 
pigmented  bacteria  is  the  pigment  contained  within  the  cell  body,  and 
in  onl}*^  one  variety,  the  sulphur  bacteria,  does  the  pigment  appear  to 
hold  any  distinct  relationship  to  nutrition.  In  most  cases,  the  coloring 
matter  is  found  to  be  deposited  in  small  intercellular  granules  or  globules. 
The  absence  of  any  relationship  of  the  pigment  to  sunlight,  as  is  the  case 
with  the  chlorophyll  of  the  green  plants,  is  indicated  by  the  fact  that 
most  of  the  chromobacteria  thrive  and  produce  pigment  equally  well  in 
the  dark  as  they  do  in  the  presence  of  light.  Among  the  most  common 
of  the  pigment  bacteria  met  with  in  bacteriological  work  are  Staphy- 
lococcus pyogenes  aureus.  Bacillus  pyocyaneus,  Bacillus  prodigiosus, 
and  some  of  the  green  fluorescent  bacteria  frequently  found  in  feces. 

The  chemical  nature  of  these  pigments  has  been  investigated  quite 
thoroughly  and  it  has  been  shown  that  they  vary  in  composition. 

» Pfluger's  Arch.  f.  Phys.,  xi,  1875.       » Fischer,  Cent.  f.  Bakt.,  iii,  1888. 
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Some  of  the  pigments,  like  that  of  Staphylococcus  aureus,  are  probably 
iion-proteid  and  of  a  fatty  nature.*  They  are  insoluble  in  water  but 
soluble  in  alcohol,  ether,  and  chloroform.  Because  of  their  probable 
composition,  they  have  been  spoken  of  as  "lipochromes."  Other 
pigments,  like  the  pyocyanin,  which  lends  the  green  color  to  cultures 
of  Bacillus  pyocyaneus,  are  water  soluble  and  are  probably  of  proteid 
composition.  Pyocyanin  may  be  crystallized  out  of  aqueous  solu- 
tion in  the  form  of  fine  needles.  The  crystals  may  be  redissolved  in 
chloroform.  Aqueous  solutions  retain  their  color.  Solutions  in  chloro- 
form, however,  are  changed  gradually  to  yellow. 

The  power  of  pigment  production  of  various  bacteria  depends  in 
each  case  upon  cultural  conditions.  In  most  cases,  this  simply  signifies 
that  pigment  is  produced  only  when  the  microorganism,  finding  the  most 
favorable  environmental  conditions,  is  enabled  to  develop  all  its  func- 
tions to  their  fullest  extent.  Thus,  a  too  high  acidity  or  alkalinity  of 
the  culture  medium  may  inhibit  pigment  formation.  Oxygen  is  neces- 
sary for  the  production  of  color  in  some  bacteria,  since  the  bacteria  them- 
selves often  produce  the  pigment  only  as  a  leuko-body  which  is  then 
oxydized  into  the  pigment  proper.  A  notable  example  of  this  is  the  pig- 
ment of  B.  pyocyamms.  In  other  cases,  temperature  plays  an  impor- 
tant role  in  influencing  (*olor  production.  Thus,  Bacillus  prodigiosus 
refuses  to  produce  its  pigment  when  growing  in  the  incubator.  By 
persistent  cultivation  in  an  unfavorable  environment,  colored  cultures 
may  lose  thcur  power  of  pigment  production. 

Sulphur  Bacteria. — Wherever  the  decomposition  of  organic  matter 
gives  ris(»  to  the  formation  of  H,  S,  in  cess-pools,  in  ditches,  at  the  bottom 
of  the  s(Mi,  and  in  stagnant  ponds,  there  is  found  a  curiously  interesting 
group  of  microorganisms,  the  so-called  sulphur  or  thiobacteria.  Red, 
purpl(%  and  (colorless,  these  bacteria  all  possess  the  power  of  utilizing 
sulphuretted  hydrog(»n  and  by  its  oxidation  into  fn^  sulphur  obtain 
th(»  energy  nc^cessary  for  their  metabolic  process(»s.  The  colorless  sul- 
phur bacteria,  the  Beggiatoa  and  Thiothrices,  usually  appear  as  threads 
or  chains  which,  in  media  containing  sufficient  HjS,  arc  usually  well- 
stcckod  with  minute  globules  of  sulphur.  If  found  upon  decomposing 
organic;  matter,  they  oft-en  cover  this  as  a  grayish  mold-like  layer. 
The  red  sulphur  bact-c^ria,  of  which  numerous  sjx^cies  have  been  descril>ed 
by  Winogradsky,  may  apiwar  as  actively  motile  spirilla  (Thiospirillum) 
or  as  short,  thick  bacillaiy  forms. 


» Schroeter,  (\»nt.  f.  Hakt..  xviii,  1895. 
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The  physiolog>'  of  all  the  sulphur  bacteria,  and  especially  ol  the 
<'oIonxl  varieties,  is  of  the  greatest  interest  in  that  these  microorganisms 
an*  among  the  few  members  of  the  bacterial  group  which  behave  meta- 
bolically  like  the  green  plants.  The  higher  organic  substances  play  lit- 
tle or  no  part  in  the  nutrition  of  these  microorganisms.  Strictly  aerobic, 
the  colorless  thiobacteria  arc  independent  of  sunlight,  while  the  red  and 
purple  varieties  exhibit  their  physiological  dependence  upon  light  by 
accumulating  under  natural  conditions  in  well-lighted  spots.  Both 
varieties  possess  equally  the  power  of  oxidizing  sulphuretted  hydrogen 
as  a  source  of  energy.  The  sulphur  is  then  stored  as  elemental  sulphur 
within  the  bacterial  body  and  when  a  lack  of  food  stuffs  sets  in,  the 
store  of  sulphur  can  be  further  oxidized  into  sulphurous  or  sulphuric 
anhydrides.  With  this  sole  source  of  energy,  these  bacteria  are  capable 
of  flourishing  aerobically,  while  an  absence  of  HjS,  even  in  the  pres(»nce 
of  organic  foo<l  stuffs,  leads  to  a  rapid  disappearance  of  their  sulphur 
cont<*nts  and  an  inability  to  develop. 

In  the  case  of  the  colored  thiobacteria,  the  red  pigment  appears  to 
fulfil,  to  some  extent,  a  function  comparable  to  that  of  the  chlorophyll 
of  the  green  plants. 

Engelmann,*  who  has  studied  this  pigment  spectroscopically,  has 
found  that  besides  absorbing  the  red  spectral  rays  there  is  an  absorption 
of  rays  on  the  ultra-red  end  of  the  spec^trum.  The  absorption  of  the 
hmI  mys  bctw^c^en  the  lines  B  and  C  of  the  spectrum,  and  of  violet  rays 
at  the  line  F,  is  the  same  as  that  of  the  absorption  sp(»ctrum  of 
chlorophyll,  and  it  is  in  the  zone  of  these  rays  that  the  physiological 
efifi^'ts  of  chlorophyll  are  most  active.  In  addition  to  th(»se  absor|> 
tion  bands,  the  bact<^riopurpurin  of  the  red  sulphur  bacteria  shows 
al>sorption  of  the  invisible  ultra  red  rays  of  the  spectrum. 

Engelmann,  with  a  microspectroscope,  projected  a  spectrum  into 
a  misTTOscopic  field  in  which  gnnm  alga?  or,  in  the  cas(»  under  discussion, 
nnl  sulphur  bacteria  had  l)een  plac^ed.  ()th(M-  sources  of  light  were,  of 
rours<».  excluded.  By  adding  emulsions  of  strictly  aerobic  bacteria  to 
sur-h  fjrc^parations,  an  accumulation  of  microorganisms  was  observed 
at  those  points  in  the  spectrum  at  which  most  oxygen  was  lilxMated.  In 
th(»  case  l)oth  of  chlorophyll  and  of  the  red  sulphur  bacteria  such  areas 
of  bai'terial  accumulation  (in  oxj'gen  lilx»ration)  occurred  in  th(»  zones 
of  the  absorption  bands  mentioned  above. 


Engelmann,  Bot.  Zeit.,  1H88. 


CHAPTER  V 
THE   DESTRUCTION   OF  BACTERIA 

GENERAL   CONSIDERATIONS 

No  branch  of  bacteriology  has  been  more  fruitful  in  practical  appli- 
cation than  that  which  deals  with  the  factors  which  bring  about  the 
destruction  of  microorganisms.  Upon  the  study  of  this  branch  has 
depended  the  growth  and  the  development  of  modem  surgery. 

The  agents  which  affect  bacteria  injuriously  are  many,  and  are  both 
physical  and  chemical  in  nature. 

When  a  procedure  completely  destroys  bacterial  life  it  is  spoken  of  as 
sterilization  or  disinfection,  the  term  disinfection  being  employed  more 
especially  to  designate  the  use  of  chemical  agents.  When  the  procedure 
destroys  vegetative  forms  only,  leaving  the  more  resistant  spores  un- 
injured, it  is  spoken  of  as  "incomplete  sterilization."  When  an  agent, 
on  the  other  hand,  does  not  actually  kill  the  microorganisms,  but  merely 
inhibits  their  growi;h  and  multiplication,  it  is  spoken  of  as  an  antiseptic. 
The  term  deodorant  is  indiscriminately  applied  to  substances  which 
mask  or  destroy  offensive  odors,  and  may  or  may  not  possess  disinfectant 
or  antiseptic  value.  Some  deodorants  act  chemically  on  the  noxious 
gases,  destroying  them. 

PHYSICAL   AGENTS   INJURIOUS   TO   BACTERIA 

The  principal  physical  agents  which  may  exert  deleterious  action 
upon  bacteria  are:  drying,  light,  electricity,  and  heat. 

Drying. — Complete  desiccation  eventually  destroys  most  of  the  path- 
ogenic bacteria,  yet  great  differences  in  resistance  to  this  condition  are 
shown  by  various  microorganisms.  Ficker,^  who  has  made  a  systematic 
study  of  the  influence  of  complete  drying  upon  bacteria,  concludes  that 
the  resistance  of  bacteria  to  desiccation  is  influenced  by  the  age  of  the 
culture  investigated,  the  rapidity  with  which  the  withdrawal  of  moisture 


»  Ficker,  Zeit.  f.  Hyg.,  xxix,  1896. 
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is  accomplished,  and  the  temperature  at  which  the  process  takes  place. 
Microorganisms  like  the  gonococcus  and  the  Pfeiffer  bacillus,  are 
destroyed  by  drying  within  a  few  hours.  The  cholera  vibrio  dried  upon  a 
coven?lip  was  found  by  Koch  ^  to  be  killed  within  four  hours;  by  Burck- 
holtz,'  to  survive  about  twenty-four  hours.  The  spore-forms  of  bacteria 
SLTV  infinitely  more  resistant  to  this  influence  than  are  the  vegetative 
fonns,  though  they  may  be  destroyed  by  rapid  and  complete  drying  in 
a  desiccator. 

It  Ls  self-evident  that  many  discrepancies  in  the  experimental 
n-sults  of  various  authors  may  depend  upon  the  technique  of  investiga- 
tion, since  the  degree  of  drying  attained  depends  intimately  upon  the 
thickness  and  consistence  of  the  material  investigated,  and  upon  the 
methods  employed  for  desiccation. 

Light. — Direct  sunlight  is  a  powerful  germicide  for  all  bacteria  except 
a  limited  number  of  species  like  the  thio-or  sulphur  bacteria,  which 
utilize  sunlight  for  their  metabolic  processes  as  do  the  green  plants. 

Koch  '  has  shown  that  exposure  to  sunlight  will  destroy  the  tubercle 
bacillus  within  two  hours  or  less,  the  time  depending  upon  the  thick- 
ness of  the  exposed  layers  and  the  material  surrounding  the  bacilli. 
Confirmatory  researches  have  been  published  by  Mignesco  *  and  others. 
The  powerful  disinfecting  influence  of  sunlight  upon  bactc»ria  suspended 
in  water  has  been  shown  by  Buchner.*  Observations  in  regard  to  the 
influence  of  sunlight  upon  anthrax  spores  have  been  made  by  Arloing,' 
and  similar  observations  upon  a  number  of  other  microorganisms  have 
been  carried  out  by  Dieudonn^,  Janowski,  v.  Esmareh,  and  many 
others.  All  these  observers,  while  differing  somewhat  as  to  the  time 
necessar>'  for  bacterial  destruction,  agree  in  finding  definite  and  pow- 
erful bactericidal  action  of  sunlight.  Diffuse  light,  of  course,  is  less 
active  than  direct  sunlight.  According  to  Buchner,  typhoid  bacilli  are 
inhibited  by  direct  sunlight  in  one  and  one-half  hours,  by  diffuse  light 
m  five  hours.  A  remarkable  statement  is  made  by  Arloing,  who  claims 
to  have  found  that  anthrax  spores  are  more  (|uickly  destroyed  by 
(linnet  sunlight  than  are  the  vegetative  cells.  This  fact  would  call  for 
fuither  confirmation. 


*  Koch,  Arb.  a.  d.  kais.  Gesiindheitsamt,  iii,  1887. 

»  BurkhoUz,  Arb.  a.  d.  kais.  Gesundheitsamt,  v,  1889. 
>  Koch,  X  Intemat.  Med.  Congress,  Berlin,  1890. 

*  Mignesco f  Arch.  f.  Ilyg:.,  xxv,  1896. 

*  Buchner,  Cent.  f.  Bakt..  I,  xi.  1892. 

*  Arloing,  Compt.  rend,  de  I'aead.  d.  sci.,  c,  1885. 
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It  has  been  shown  by  various  authors  that  the  influence  of  sunlight  L^ 
not  to  be  attributed  in  any  way  to  temperature,  nor  always  to  a  dirtTt 
action  of  the  light  upon  the  bacteria,  but  depends  largely  upon  photo- 
chemical changes  produced  by  the  light  rays  in  the  media.  Richardson  ' 
and  Dieudonn6  *  conclude  that  under  ordinary  aerobic  conditions  in  fluid 
environment  peroxide  of  hydrogen  is  formed  under  the  influence  of  light. 
Novy  and  Freer '  believe  that  the  bactericidal  effects  in  fluids  noticed 
as  a  result  of  exposure  to  light  are  too  strong  to  be  explained  by  the 
foi*mation  of  small  quantities  of  peroxide  of  hydrogen,  and  attribute 
this  action  to  organic  peroxides  formed  under  the  described  conditions, 
such  as  the  peroxides  of  diacetyl,  benzoylacetyl,  and  others.  These 
views  are  somewhat  strengthened  by  the  fact  that  exclusion  of  oxygen 
from  media  markedly  diminishes  the  bactericidal  power  of  light.^  That 
the  photochemical  changes  alone,  however,  do  not  explain  this  action 
follows  from  the  fact  that  dried  bacteria,  not  surrounded  by  media,  are 
subject  to  a  similar  action.^ 

In  analyzing  sunlight  in  regard  to  its  bactericidal  power,  it  has  l)een 
found  by  various  observei*s  that  the  most  powerful  action  is  exerted  by 
the  ultraviolet  spectral  rays,  whereas  the  yellow,  red,  and  ultra-red  rays 
are  practically  innocuous.® 

It  is  of  importance  to  note  that  sunlight  has  been  found  also  to  have 
a  strong  attenuating  influence  ^  upon  some  bacterial  poisons,  as  shown 
by  the  experiments  of  Ferri  and  Celli  upon  tetanus  toxin. 

Electric  light  exerts  a  distinct  bactericidal  action  when  applied  in 
strengths  of  800  to  900  candle  power  for  seven  or  eight  hours.* 

R6ntg(»n  or  x-rays  are  said  by  Zeit,"  Blaise  *^  and  Sambac,  and  others 
to  be  without  appreciable  germicidal  power.  Rieder,"  on  the  other 
hand,  has  reported  definite  inhibition  of  bacterial  growth  after  exposures 
of  half  an  hour  to  x-rays. 


»  Richardson,  Jour.  Cheni.  Soc,  i,  1893,  Ucf.  Deiit.  chcin.  Gesells.,  xxvi. 

2  Diewhmm' ,  loc.  cit. 

3  Novy  and  Freer,  3d  Ann.  Meeting  Assn.  Anier.  Hactcriologists,  Chicago,  IIX)!. 
^  Roux,  Ann.  Inst.  Past.,  ix,  1887. 

*  Dieudonni ,  loc.  cit. 

«  Ward,  Proc.  Royal  Soc,  52,  1893. 

7  Ferri  and  CeUi,  Cent.  f.  Bakt..  I.  xii,  1892. 

s  Dieiidonm,  loc.  cit. 

*  Zeit,  Jour.  Anier.  Me<L  .\ssn.,  xxxvii,  1901. 

»o  Blaise  and  Samhar,  (^ompt.  rend,  de  la  soc.  de  biol.,  1896. 
"  Rieder,  Miinch.  med.  Woch..  1898. 
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Radiuin  rays  have  a  distinct  inhibitory  and  even  bactericidal 
power  when  applied   at   distances  of   a  few  ecntimetcrs   for   several 

Electiici^. — If  we  exclude  the  indirect  actions  of  heat  and  electro- 
Ij-sis,  it  can  haixJly  be  said  that  the  direct  bactericidal  action  of  electric 
(■iirrcnts  has  Ijeen  satisfactorily  denionstrated.  Such  action,  however, 
has  been  claimed  by  d'Arsonville  and  Charrin,'  and  by  Spilker  and 
Gottsteiii.' 

Hoat. — ^Tho  most  widely  applicable  and  efficient  physical  agent  for 
ization  is  heat. 

The  dependence  of  bacteria  for  growtJi  and  vitality  upon  the  main- 
tenance of  a  proper  temperature  in  their  environment,  and  the  ranges 
of  variation  within  which  bacteria  may  thrive,  have  been  diacussed  in  a 
preceding  section,  in  which  a  table  of  so-called  "  thermal  death  points  " 
has  been  given.  In  the  method  of  expressing  these  values  it  was  seen 
that'  two  elements  entered  into  the  destruction  of  bai-t^ria  by  heat, 
namely,  that  of  the  degree  of  temperature  which  is  applied,  and  thiit  of 
the  time  of  application. 

The  prolongixl  application  of  moderately  high  temperatures,  in  other 
words,  may  in  certain  instances,  accomplish  the  same  result  as  the  brief 
UBP  of  extiT-'tncly  high  ones.  In  general,  the  death  of  bacteria  following 
prolonged  exposure  to  temperatures  but  slightly  e.xceeding  the  optimum 
is  due  to  the  uiability  of  the  anabolic  proces-scs  to  keep  pace  with  the 
accelerated  katabolic  processes,  gradual  atteimation  resulting  in  death. 
At  somewhat  higher  temperatures  death  results  from  coagidation  of 
the  bacterial  protoplasm,  and  at  still  higher  degrees  of  heat,  applied  in 
th«^  dry  fonn,  tlircct  burning  of  the  bacteria  may  be  the  cause  of  their 
destruction. 

Heat  may  be  applied  in  the  form  of  dry  heat  or  as  moist  heat,  these 
methods  being  of  great  practical  value,  but  differently  applicable  ac- 
conling  to  the  nature  of  the  materials  to  lie  sterilized.  The  two  methods, 
moreover,  show  a  marked  difference  in  efficiency,  temperature  for  tem- 
l»raturc.  For  the  recognition  of  this  fact  we  are  largely  indebted  to  the 
early  researches  of  Koch  and  Wolffhiigel,*  and  of  Koch,  CJaffky,  and 
Loeffler.' 

I  Personal  observal.iona. 

n'Mf  bucI  Charrin,  C'ompt.  rend,  de  la  hoc.  de  biol. 
» SpUkfr  und  GoiMein,  C«nt.  t.  Bakt.,  t,  9,    1891. 
'  A'DfA  und  W»lffh«gfl.  Mitt-  a.  fl.  kais.  Gesundheitsaml,  1,  1882. 
»  Koeh,  Gaffky  and  Loeffler.  il.i.l. 
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These  observers  were  able  to  show  that  the  spores  of  anthrax  were 
destroyed  by  boiling  water  at  100°  C.  in  from  one  to  twelve  minutes, 
whereas  dry  hot  air  was  efficient  only  after  three  hours'  exposure  to 
140°  C.  Extensive  confirmation  of  these  differences  has  been  brought 
by  many  workers.  An  explanation  of  the  phenomena  obs(»rvcd 
is  probably  to  be  found  in  the  changes  in  the  coagulability  of 
proteids  brought  about  in  them  by  the  abstraction  of  water. 
Lewith,*  working  with  various  proteids,  found  that  these  sul)- 
stances  are  coagulated  by  heat  at  lower  temperatures  when  they 
contain  abundant  quantities  of  water,  than  when  water  has  l^een 
abstracted  from  them.  On  the  basis  of  actual  experiment  with  egg 
albumin  he  obtained  the  following  results,'  which  illustrate  the  point 
in  question: 

Egg  albumin  in  dilute  aqueous  Holution,  coagulated  at  56°  C. 

with  25  per  cent  water,  "  "  74^80°  C. 

u     18    *'       *'         "  "  "  80-90°  C. 

((        it         It     ^  <<      <<        It  II  i(  145^  r* 

Absolut(»ly  anhydrous  albumin,  according  to  Haas,'  may  be  heated 
to  170°  C.  without  coagulation.  It  is  thus  clear  that  bacteria  exposed 
to  hot  air  may  be  considerably  dehydrated  before  the  temperature  rises 
sufficiently  to  cause  death  by  coagulation,  complete  dehydration  neces- 
sitating their  destruction  possibly  by  actual  burning. 

Bacteria  exposed  to  moist  air  or  steam,  on  the  other  hand,  may  ab- 
sorb water  and  become  proportionately  more  coagulable. 

The  same  principle,  as  Lewith  points  out,  probably  explains  the  great 
resistance  to  heat  observed  in  the  case  of  the  highly  concentrated  pro- 
toplasm of  spores. 

Apart  from  the  actually  gi*eater  efficiency  of  moist  heat  when  com- 
pared with  dry  heat  of  an  equal  temperature,  an  advantage  of  great 
practical  significance  possessed  by  moist  heat  lies  in  its  greater  powera  of 
penetration.  An  experiment  carried  out  by  Koch  and  his  associates 
illustrates  this  point  clearly.  Small  packages  of  garden  soil  were  sur- 
roundetl  by  varying  thicknesses  of  lin(*n  with  thermometers  so  placed 
that  the  temperature  under  a  definite  number  of  layers  could  be  deter- 


»  Lcin'lh,  Arch.  f.  cxp.  Path.  u.  Phann.,  xxvi,  1890. 

^Lewith,  loc.  cit.,  p.  liiyl. 

*  Haas,  Prag.  niecl.  Woch.,  34-30,  1870. 
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mine*  I .     Exposures  to  hot  air  and  to  steam  were  then  made  for  com- 
parison, and  tlic  results  were  as  tabulated:^ 


Tempera- 
tures. 


Hot  air i;»-140°C. 


^jteani 


Time  of 
Applicatiun. 


90-105..r 


4  hounj. 


3  hours. 


Tempkraturks  Reached  within 

THICKNE8SK8   Or  LlNEN. 

Twenty 

ThickneHHeH. 

Forty 
Thicknessea. 

OneHuiuired 
Thicknettseti. 

86*» 

72° 

Below  70° 

Incomplete 
steriliza- 
tion. 

101*» 

101° 

101.5° 

Complete 
steriliza- 
tion. 

This  gn*at  p(»netrating  power  of  steam  is  due  prc^sumably  to  its  com- 
paratively  low  si)e(*ific  gravity  which  enables  it  to  displace  air  from  the 
iutc'rior  of  ix)rous  materials,  and  also  to  the  fact  that  lus  the  st(?am  comes 
in  runt  act  with  the  objects  to  be  disinfected  a  condensation  takes  place 
with  the  consefjuent  literation  of  heat.  When  a  vapor  piuss(\s  into  the 
li(|iiid  stati*  it  gives  out  a  definite  amount  of  heat,  which  in  the  case  of 
water  vajwr,  at  100°  C,  amounts  to  about  537  calories.  This  brings 
alK)ut  a  rapid  heating  of  the  object  in  question.  Following  this 
pn>eess  the  further  heating  takes  place  by  conduction,  and  it  is,  of 
course,  well  kno\\7i  that  steam  is  a  much  better  heat  conductor  than  air.^ 

Moist  heat  may  be  applied  as  boiling  water,  in  which,  of  course, 
tlie  temjx?rature  varies  little  from  100°  C,  or  as  steam.  Steam  may  be 
us<h1  as  live,  flowing  steam,  without  pressure,  the  temperature  of  which  is 
mon»  or  less  constant  at  100°  C,  or  still  higher  efficic^ncy  may  be  attained 
l»y  the  use  of  steam  under  pressure,  in  which,  of  coui^se,  temperatures 
far  exceeding  100°  C.  may  l)e  produced,  according  to  the  amount  of 
prt^ssurc  which  is  used. 

The  spon\s  of  certain  bacteria  of  the  soil  which  can  not  be  killed  in 
live  steam  in  less  than  several  hours  may  be  destroyed  in  a  few  minutes, 
or  even  instantaneously,  in  compressed  steam  at  temperatures  ranging 
fnmi  120°  to  140°  C 

In  all  methods  of  steam  sterilization,  it  is  of  great  practical  impor- 


>  Kochy  Gaffky  imd  Ijoeffler,  loc.  cit.,  p.  339. 

2  Gruber,  C^nt.  f.  Bakt.,  iii,  1888. 

*  Christen,  Ref.  Cent.  f.  Bakt.,  V.  xiii,  1893. 
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tance,  as  v.  Esmarch  *  has  pointed  out,  that  the  steam  shall  be  saturated, 
that  is,  shall  contain  as  much  vaporized  water  as  its  temperature  per- 
mits. Unsaturated,  or  so-called  "super-heated  steam"  is  formed  when 
heat  is  applied  to  steam,  either  by  passage  through  heated  piping  or  over 
heated  metal  plates.  In  such  cases  the  temperature  of  the  steam  is 
raised,  but  no  further  water-vapor  being  supplied,  the  steam  exerts 
less  pressure  and  contains  less  water  in  proportion  to  its  volume  than 
saturated  steam  of  an  equal  temperature.  The  super-heated  steam, 
therefore,  is  heated  considerably  over  its  condensation  temperature  and 
becomes  literally  dried.  In  consequence,  its  action  is  more  comparable 
to  hot  air  than  to  saturated  steam,  and  up  to  a  certain  temperature  its 
disinfecting  power  is  actually  less  than  that  of  live  steam  at  100°  C. 
v.  Esmarch,  who  has  made  a  thorough  study  of  these  conditions,  con- 
cludes that  up  to  125°  C,  the  efficiency  of  superheated  steam  is  lower 
than  tliat  of  live  steam  at  100°  C.  Above  this  temperature,  of  course, 
it  is  again  active  as  in  the  case  of  ordinary  dry  heat. 

PuACTiCAL  Methods  of  Heat  Sterilization. — Burning. — For  ob- 
jects without  value,  actual  burning  in  a  furnace  is  a  certain  and  easily 
applicable  method  of  sterilization.  Flaming,  by  passage  through  a 
Bunsen  or  an  alcohol  flame,  is  the  method  in  use  for  the  sterilization  of 
platinum  needles,  coverslips,  or  other  small  objects  which  are  used  in 
handling  bacteria  in  the  laboratory. 

Hot  air  sterilization  is  carried  out  in  the  so-called  "hot  air  chambers," 
simple  devices  of  varied  construction.  The  apparatus  most  commonly 
used  (Fig.  8)  consists  of  a  sheet-iron,  double-walled  chamber,  the 
joints  of  which,  instead  of  being  soldered,  are  closed  by  rivets.  The  inner 
case  of  this  chamber  is  entiix^ly  closed  except  for  an  opening  in  the  top 
through  which  a  thermometer  may  be  introduced,  while  the  outer  has  a 
large  opening  at  the  bottom  and  two  smaller  ones  at  the  top.  A  gas- 
burner  is  adjusted  under  this  so  as  to  play  directly  upon  the  bottom  of 
the  inner  case.  A  thermometer  is  fitted  in  the  top  in  such  a  way  that  it 
penetrates  into  the  inner  chamber.  The  air  in  the  chamber  is  heated 
directly  by  the  flame  and  by  the  hot  air,  which,  rising  from  the  flame, 
courses  upward  within  the  jacket  between  the  two  cases  and  escapes  at 
the  top.  To  insure  absolute  sterilization  of  objects  in  such  a  chamber, 
the  U^mperature  should  be  kept  between  150°  and  160°  C.  for  at  least  an 
hour.  In  sterilizing  combustible  articles  in  such  a  chamber,  it  should  be 
rememl)ered  that  cotton  is  browned  at  a  temperature  of  200°  C.  and 


»  V.  Esmarch,  Zeit.  f.  Hyp.,  iv    1888. 
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oviT.  TliLs  nifthtMl  is  used  in  lalmratories  for  the  stenlization  of  Petri 
liLshes.  flusk»,  test  tulx-'s,  and  piixittcs,  and  for  articles  which  may  be  in- 
juiwi  by  iiioisturc.  Both  heating  aufl  nubscqucnt  cooling  should  be  done 
gradually  to  avoid  cracking  of  the  glassware. 

-WotX  Hfat. — Instruments,  syringes,  and  other  suitable  objects  may 
be  sterilizwl  by  buiiiiig  in  water.  Boiling  fctr  about  five  minutes  is  amply 
sufficient  to  destroy  the  vegetative  forms  of  all  bacteria.  For  the  de- 
struction of  s|)on's,  boiling  for  one  or  two  hours  is  usually  sufficient, 
though  the  M]M>n's  of  certain  saprophytes  of  the  soil  have  I>een  fotmd 


Fio.  S—IIivr  Ai 


occasionally  to  withstand  moist  hciit  at  a  U'miK-rntiuv  of  10()°  ('.  fur 
;ls  long  as  sixteen  hours.'  The  addition  of  1  jxr  cent  of  sfxlluni  car- 
Iwnato  to  boiling  water  hastens  the  destruction  of  N|x>res  ami  prevents 
the  rusting  of  metal  objects  sterilized  in  thLs  way.  The  addition  of  rur- 
IkjIic  acid  to  boiling  water  in  from  2  to  ."i  per  cent  usually  insun-s  the 
destruction  of  anthra.\  spores,  at  least,  within  t^-n  to  fifteen  minutes. 

Exposure  to  (ire  stenm  is  probably  the  most  practical  of  the  methods 
rif  heat  sterilization.  It  may  be  carrie<l  out  by  simple  makeshifts  of 
the  kitchen,  such  as  the  use  of  potato-steamers  or  of  wash-lwiicrs.    I'or 

'  Chriflm.  loc.  cit. 
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I  ^^CRILlZlNa  CHAMBt^ 


laboratory  purposes,  the  original  steaming  device  introduced  by  Koch 
has  been  almost  completely  displaced  by  devices  constructed  on  the 
plan  of  the  so-called  *' Arnold"  sterilizer  (Fig.  9).  In  such  an  appara- 
tus, water  is  poured  into  the  reservoir  A  and  flows  from  there  into 
the  shallow  receptacle  B,  formed  by  the  double  bottom.  The  flame 
underneath  rapidly  vaporizes  the  thin  layer  of  water  contained  in  B, 
and  the  steam  rises  rapidly,  coursing  through  the  main  chanilx»r  ('. 
Steam  which  escapes  through  the  joints  of  the  lid  of  this  chamlx»r  is 
condens(Hl  under  the  hood  and  drops  back  into  the  reservoir.    Exposun^ 

to  steam  in  such  an  apparatus  for  fifteen 
to  thirty  minutes  insures  the  death  of 
the  vegetative  forms  of  bacteria. 

In  the  sterilization  of  media  by  such 
a  device,  the  method  of  fractional  sterili- 
zation  at  100°  C.  is  employed.  The  prin- 
ciple of  this  method  depends  upon 
repeated  exposure  of  the  media  for  fif- 
teen minutes  to  one-half  hour  on  thi-eo 
succeeding  days.  By  the  first  exposun^ 
all  vegetative  forms  are  destroye<l.  Tlu^ 
media  may  then  be  left  at  room  tem- 
perature, or  at  incubator  temperatun* 
(87.5°  C.)  until  the  following  day,  when 
any  spores  which  may  be  present  will 
have  developed  into  the  vegetative  stage. 
These  are  then  killed  by  the  second  ex- 
posure. A  repetition  of  this  procedure 
on  a  third  day  insures  sterility.  It  must 
always  l)e  n^membercd,  however,  that 
this  method  is  applicable  onh''  in  cases 
in  which  the  substance  to  Ik?  sterilized  is  a  favorable  medium  for 
bacterial  growth  in  which  it  is  likely  that  spon»s  will  develop  into  vege- 
tative forms. 

Exceptionally  the  method  may  fail  cv(»n  in  favorable  media  when 
anaerobic  spore-fonning  bacteria  are  pres(mt.  Thus,  it  has  been  ob- 
served that  anaerobic  spores,  failing  to  develop  under  the  aerobic  con- 
ditions prevailing  during  the  intervals  of  fractional  sterilization,  have 
developed  after  inoculation  of  the  media  with  other  bacteria,  when  sym- 
biosis had  made  their  growth  possible.  Tetanus  bacilli  have,  in  this  way, 
occurred  in  cultun»s  of  dii)htheria  bacilli  employcMl  for  toxin  production. 


Fig.  0. — Arnold  Sterilizer. 
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In  noting  the  time  of  an  exposure  in  an  Arnold  sterilizer,  it  is 
importAnt  to  time  the  process  from  the  time  when  the  temperature 
has  reache<i  100°  C.  and  not  from  the  time  of  lighting  the  flame. 

The  principle  of  fractional  sterilization  at  low  temperatures  is  ap- 
ptioil  also  to  the  sterilization  of  aubstancefl  which  can  not  be  sub- 
jci'tctl  to  temperatures  as  high  as  100°  C.  This  is  especially  the  case 
in  the  sterilization  of  media  containing  albuminous  materials,  when 
roagulation  is  to  be  avoided,  or  when  both  coagulation  of  the  medium 
:ukI  sterilization  arc  desired. 

In  such  cases  fractional  sterilization  may  be  practiced  in  simply  con- 
litructeil  sterilizers,  such  as  a  Koch  inspiasator  or,  in  the  case  of  fluids, 
(•ueh  as  bloo<l  serum,  by  immersion  in  a  water-bath  at  a  temperature 


FlQ.  10.— Low  TeMPBRATUBP,  STEniLIURR   (Inspibhator), 


varj'ing  above  55°  C,  according  to  circumstances.  Exposures  at  such 
low  temperatures  may  be  repeated  on  five  or  six  consecutive  days,  usu- 
ally for  an  hour  each  day. 

The  use  of  sleavi  under  pressure  is  the  moat  powerful  method  of  heat- 
disinfection  which  we  possess,  it  is  applicable  to  the  st<'rilization  of 
fnmites,  clothing,  or  any  objects  of  a  size  suitable  to  l)e  contained  in  the 
apparatus  at  band,  and  which  arc  not  injured  by  moisture.  In  labora- 
tories this  method  is  employed  for  the  sterilization  of  infected  appa- 
ratiw,  such  as  flasks,  test  tubes,  Petri  plates,  etc.,  containing  cultures. 
The  device  most  commonly  used  in  laboratories  is  the  so-called  auto- 
clave, of  which  a  variety  of  models  may  Ijc  obtained,  both  stationary 
and  portable.     The  principle  governing  the  construction  of  all  of  these 
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is  the  same.  The  apparatus  usually  consists  of  a  gun-metal  cylinder 
supplied  with  a  lid,  which  can  be  tightly  closed  by  screws  or  nulf, 
and  supplied  with  a  thermometer,  a  safety-valve,  and  a  st(!am  pressun- 
gauge.  In  the  simpler  autoclaves,  water  may  l>c  directly  filled  iiitii 
the  lower  part  of  tin;  cylinder,  and  the  objects  to  Ixi  sterilized  supiwrtcil 
upon  a  pcrfonited  diaphragm.  In  this 
case  the  heat  is  directly  applie<I  by  means 
of  a  gas  flame.  In  the  more  elaborate 
stationary  dcvicea,  steam  may  1)0  let  in 
by  piping  it  from  the  regular  .-lupply  usiil 
for  heating  purposes.  Exposure  to  steam 
under  fifteen  pounds  preaaure  (fifteen  in 
addition  to  the  usual  atm«wpheric  pres.s- 
ure  of  fifteen  pounds  to  the  square  inch) 
for  fifteen  to  twenty  minut^rs,  is  sufficient 
to  kill  all  forms  of  bacterial  life,  including 
spores. 

In    applying     autoclave     sterilization 
practically,    attention    must    be   paid  to 
certain  technical  details,  neglect  of  which 
would  result  in  fnilum  of  sterilisation.     It 
is  necessary  always  to   jwrmit  all  air,  to 
eaciipe  from   the  autoclave  l)efor(!  closing 
the  vent       If  this  is  not  done,  a  poorly 
conducting  air-jacket  may   lx(  left  alxnil 
the    obj<Hts   to   l>e   sterili^ied,    and   these 
may  not   be   heated   to  the   temperature 
indicated  by  the  pressure.    It  i."*  also  nec- 
es.sary  to  allow  the  reduction  of  pressure, 
after  steriliKation,  to   take   place   slowly. 
Any  sudden    relief  of   pressure,    such    ns 
would    Im^    (iroduced    by  opening    the  air- 
gauge  is  still  above  kci-o,  will  usually  result  in 
1  a  removal  nf  stoppers  from  flasks. 
»v  th('  tip])lication  of  various  degrees  of 
K  table: 
I,)is.  I'nfomrp  Trnipt-ratuir 


vent  while  the  pressu 

a  sudden  ebullition  of  (luid 

The  K^nijxiratuii'  attaineil  I 
pressure  is  cxpres.sed  in  the  folli 


2 101.2 

:i la-i.? 


.  10S.8° 

r. 110.3 

7  111.7 


THE    DESTRUCTION    OF    BACTERIA 


73 


Lbs.  Pressure  Temperature 

9 114.3*' 

10 115.6 

11 116.8 

12 118 

13 119.1 

14 120.2 

15 121.3 

16 122.4 


Lbs.  Pressure  Temperature 

17 123. 3« 

18 124.3 

20 126.2 

22 128.1 

24 129.3 

26 131.5 

28 133.1 

30 134.6 


CHEMICAL    AGENTS    INJURIOXTS   TO    BACTERIA 


Since  the  time  of  Koch's  *  fundamental  researches  upon  chemical 
clLsinfoctanta,  the  known  number  of  these  substances  has  been  enor- 
mously incr<*ased,  and  now  embraces  chemical  agents  of  the  most  varied 
constitution.  It  is  thus  manifestly  impossible  to  refer  the  injurious  in- 
fluence which  these  substances  exert  upon  bacteria  to  any  uniform  law  of 
acrtion.  The  efficiency  of  a  disinfecting  agent,  furthermore,  is  not  alone 
dependent  upon  the  nature  and  concentrations  of  the  substance  itself,  but 
depends  complexly  upon  the  nature  of  the  solvent  in  which  it  is  employed, 
the  temperature  prevailing  during  its  application,  the  numbers  and  bio- 
logical characteristics  of  the  bacteria  in  question,  and  the  time  of  ex- 
posure. All  these  factors,  therefore,  must  be  considered  in  testing  the 
efficiency  of  any  given  disinfectant.  While  it  is  true,  furthermore, 
that  all  substances  which  in  a  given  concentration  exert  bactericidal  or 
disinfecting  action  upon  a  microorganism,  will  in  greater  dilution  act 
antlseptically  or  inhibitively,  no  definite  rules  of  proportion  exist  be- 
tween the  two  values,  which  in  each  case  must  be  determined  by  exp<»ri- 
ment. 

Disinfactants  Used  in  Solution. — The  actual  processes  which  take  place 
in  the  injury  of  bacteria  by  disinfectants  are  to  a  large  extent  unknown. 
In  the  case  of  strong  acids,  or  strongly  oxidizing  substances,  there  may 
lx»  destruction  of  the  bacterial  body  as  a  whole  by  rapid  oxidation. 
Other  substances  may  act  by  coagulation  of  the  bacterial  protoplasm; 
others  again  by  diffusion  through  the  cell  membrane  are  able  to  enter  into 
chemical  combination  with  the  protoplasm  and  exert  a  toxic  action. 
Again,  in  other  cases,  a  difference  in  tonicity  between  cell  protoplasm 
and  disinfectant  may  tend  to  withdrawal  of  water  from  the  bacterial 
cell  and  consequent  injury  of  the  microorganism. 

Among  the  inorganic  disinfectants  the  most  important  are  the  metallic 


*  Koch,  Arb.  a.  d.  kais.  OesiuKihcitsamt,  i,  1881. 
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salts,  acids,  and  bases,  the  halogens  and  their  derivatives,  and  certain 
oxidizing  agents  like  peroxide  of  hydrogen  and  permanganate  of  potas- 
sium. 

It  has  been  shown  by  Scheuerlen  and  Spiro,*  Kronig  and  Paul,'  and 
others,  that  in  the  case  of  the  salts,  acids,  and  bases,  there  is  a  distinct 
and  demonstrable  relationship  between  the  disinfecting  power  of  these 
substances  and  their  dissociation  in  solution. 

According  to  the  theory  of  electrolytic  dissociation,  when  bodies  of 
this  class  go  into  solution  they  are  broken  up  or  dissociated  into  an 
electro-positive  and  an  electro-negative  ion.  Thus,  metallic  salts  are 
broken  up  into  the  kation,  or  positive  metal,  and  into  the  anion,  or 
negative  acid  radicle  (AgNOg  =  Ag,  +  ion  and  NO,,—  ion).  In  the 
case  of  the  acids,  ionization  takes  place  into  the  hydrogen  ions  and  the 
acid  radicles,  while  in  the  case  of  the  bases  the  dissociation  occurs  into 
the  metal,  on  the  one  hand,  and  the  OH  group  on  the  other.  The  de- 
gree of  dissociation  taking  place  depends  upon  the  nature  of  the  sub- 
stance in  solution,  its  concentration,  and  the  nature  of  the  solvent. 
Thus,  in  any  such  solution  there  appear  three  substances,  the  undis- 
sociated  compound  as  sucih,  its  electi'o-negative  ion,  and  its  electro- 
positive ion,  their  relative  concentrations  depending  upon  an  interrela- 
tionship calculable  by  definite  laws.  It  goes  without  saying,  then^fore, 
that  any  chemical  or  physical  reaction,  taken  part  in  by  such  a  solution, 
may  be  participated  in,  not  only  by  the  dissolved  undissociated  residue 
as  a  whole,  but  by  its  s(»parate  ions  individually  as  well.  In  the  case  of 
many  disinfectants,  the  writers  referred  to  alx)ve  have  been  able  to 
demonstrate  a  relationship  between  the  degree  of  dissociation  and  the 
bactericidal  powers.  According  to  Kronig  and  Paul,  double  metallic 
salts,  in  which  the  metal  is  a  constituent  of  a  complex  ion  and  in  which 
the  concentration  of  the  dissociated  metal-ions  is  consequently  low, 
have  very  little  disinfecting  power.  Thus  potassium-silver-cyanide, 
whi(!h  is  a  comparatively  weak  disinfectant,  dissociates  into  the  kation  K 
and  the  complex  anion  Ag  (CNjz,  this  lattc^r  further  dissociating  to  a  ver}' 
slight  degree  only.  The  same  writers  conclude  that  the  bactericidal 
action  of  mercuric  chloride  and  of  halogen  combinations  with  metals  is 
directly  proportionate  to  the  degree  of  dissociation.  This  considera- 
tion, moreover,  explains  why  acjueous  solutions  of  such  substances  are 
more  active  than  are  solutions  in  the  alcohols  or  in  ether,  since  it  is  well 


»  Scheuerlen  unci  Spiro,  Miinch.  mod.  Woch.,  44,  1897. 
2  Kriiniy  und  Paul,  Zeit.  f.  Hyg.,  xxv,  1897. 
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known  that  metallic  salts  are  ionized  in  these  substances  to  a  much 
slighter  degree  than  they  are  in  water." 

On  the  other  hand,  the  addition  of  moderate  quantities  of  ethyl 
and  methyl  alcohol  or  acetones  to  aqueous  solutions  of  silver  nitrate  or 
mercuric  chloride,  definitely  increases  the  disinfecting  action  of  such 
solutions.    In  the  case  of  mercuric  chloride,  Kronig  and  Paul  obtained 
the  must  powerful  effects  in  solutions  to  which  alcohol  had  been  added 
in  a  concentration  of  25  per  cent.     For  this  empirical  fact  a  satisfactory 
explanation  hits  not  yet  Ixjen  found.    Kronig  and  Paul  suggest  that  low 
[x'lxentages  of  alcohol  may  facilitate  the  penetration  of  the  disinfectant 
throuirh  the  cell  membrane  and  thus  increase  its  efficiency,  while  high 
p<'r('ontages  of  alcohol  have  the  opposite  effect,  by  decreasing  the  degree 
of  dLsiiociation.     In  this  connection  it  has  been  suggested,  however, 
that  absolute;  and  strong  alcohols  possibly  act  as  desiccating  agents, 
thus  actually  rendering  the  bac^teria  dry  and  less  susceptible  to  dele- 
terious chemical  influences. 

In  the  case  of  acids  and  bases  the  same  authors  have  determined 
tliut  the  powers  of  disinfection  of  these  substances  are  again  directly 
pr<»jK)rtionate  to  the  degree  of  their  dissociation:  that  is,  to  the  concen- 
tration of  the  hydrogen  or  hydroxyl  ions,  ivspectively.    The  hydrogen 

• 

'ons  art*  more  powerfully  active  than  the  hydroxyl  ions  in  equal  con- 
tration;    the  acids,  therefore,  are  more  efficient  disinfectants  than  the 

A  fjict  which  appears  to  strengthen  the  opinion  as  to  the  relationship 

het\vec»n  bactericidal  powers  and  dissociation,  is  that  brought  for\vard 

by  8cheuerl(»n  and  Spiro,  that  the  addition  of  NaCl  to  bichloride  of 

merourj'  solutions  nnluces  the  disinfecting  power  of  such  solutions,  in- 

a.-^riuich  as  it  diminishes  the  concentration  of  fn^e  ions.     In  practice, 

however,  NaCl  or  ammonium  chloride  is  added  to  bichloride  of  mer- 

eiiry  solutions,  since  thes(^  substances  aid  in  holding  in  solution  mercury 

crrtii|Kiun(Ls  formed  in  the  presence  of  alkaline  albuminous  material 

"uch  as  blcKxl  serum,  pus,  etc. 

In  regard  to  the  halogens,  Kronig  and  Paul  have  shown  that  the 
jrennicidal  ix)wer  of  this  class  of  elements  is  inversely  proportionate  to 
their  atomic  weights.    Thus,  chlorine  with  the  lowest  atomic  weight  is  the 


'  Water  Is  the  strongest  dissociant  known.  Methyl  alcohol  has  about  one-half  to 
twHthinls  the  dissociating  power  of  water  (Zelinsky,  Zeit.  f.  pliysiol.  Chemie,  xx, 
l^ift).  Ethyl  alcohol  allows  dissociation  much  less  than  methyl  alcohol;  ammonia 
allows  <iu««tociation  to  about  one-third  to  one-fourth  the  extent  of  water.  See  Jones, 
"  Elements  of  Physical  Chemi8tr>\"  p.  371.    Macmillan,  New  York,  1902. 
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strongest  disinfectant  of  the  group.  Next,  and  almost  equal  to  this,  is 
bromin.  lodin  with  a  much  heavier  atomic  weight  than  either  of  the 
former  is  distinctly  less  bactericidal. 

Chloride  op  Lime. — Of  the  halogen  compounds  commonly  used 
in  practice,  the  most  important  is  what  is  popularly  known  as 
chloride  of  lime  or  bleaching  powder.  As  to  the  composition  of  this 
substance,  there  is  some  difference  of  opinion.  It  was  formerly  be- 
lieved to  be  a  mixture  of  calcium  hypochlorite,  Ca(C10^,  and  of 
calcium  chloride,  Ca  Clj.  The  fact  that  the  substance  is  not  deliques- 
cent, however,  speaks  against  the  presence  of  calcium  chloride  as  such, 
and  it  is  probable  that  it  consists  of  a  single  compound  with  the  for- 
mula CaOClj.  The  action  of  acids  or  even  of  atmospheric  COj  upon 
this  substance  results  in  the  liberation  of  chlorine.  Thus  with  hydro- 
chloric acid,  the  action  would  be  as  follows: 

Ca  (CI2O)  4-  2HC1  =  CaClj  +  2HC10. 
2H  CI  O  -f  2HC1  =  2H,  4-  2C1,. 

Bleaching  powder  is  readily  soluble  in  about  twenty  parts  of  water. 
According  to  Nissen,*  solutions  of  2  in  1,000  of  this  substance,  destroy 
vegetative  forms  of  bacteria  in  five  to  ten  minutes. 

Terchloride  of  iodine  (ICI3),  another  halogen  derivative,  is  an 
extremely  strong  disinfectant,  being  efficient  for  vegetative  forms  in 
solutions  of  0.1  per  cent  in  one  minute  and  a  1  per  cent  solution  de- 
stroying spores  within  a  few  minutes.' 

The  oxidizing  agents  most  commonly  employed  are  peroxide  of  hy- 
drogen (II2O2)  and  permanganate  of  potassium  (KMn04). 

Peroxide  of  hydrogen  is  formed  by  the  action  of  dilute  sulphuric 
acid  upon  peroxide  of  barium.  It  readily  gives  up  oxygen  and  acts 
upon  bacteria  probably  by  virtue  of  the  liberation  of  nascent  oxygen. 
In  the  presence  of  organic  matter  such  as  blood,  pus,  etc.,  associated 
with  bacteria,  HjOj  is  quickly  reduced  and  weakened.  It  is  im()ortant 
that  the  HjO,  come  in  immediate  contact  with  the  bacteria.  In  prac- 
tice, therefore,  it  is  necessary  either  to  remove  blood  and  pus  from  wounds 
when  applying  the  peroxide  or  continuously  to  add  fresh  peroxide  until 
a  large  exc^ess  has  been  used. 

Permancjanate  of  potassium,  acting  probably  in  the  same  way,  is 
a  powerful  germicide.  It  also  is  readily  reduced  by  many  organic  sub- 
stances often  associated  with  bacteria,  being  rendered  weaker  thereby. 


>  Nissen,  Zeit.  f.  Hyg.,  viii,  1890.  » v.  Behring,  25eit.  f.  Hyg.,  ix,  1891. 
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Among;  organic  disinfectants  those  of  most  practical  importance  are 
the  alcohols,  formaldehydes,  iodoform,  members  of  the  phenol  group 
and  its  derivatives,  carbolic  acid,  cresol,  lysol,  creolin,  salicylic  acid,  cer- 
tain ethereal  oils,  and,  more  recently  introduced,  organic  silver  salts 
.such  i\s  protargol,  arg}-rol,  argonin,  and  others. 

The  alcohols  are  but  indifferent  disinfectants.  Koch  *  in  ISSl 
found  that  anthrax  spores  remained  alive  for  as  long  as  four  months 
when  immerse<l  in  absolute  and  in  50  per  cent  ethyl  alcohol.  On  the 
oth(*r  hand,  while  absolute  alcohol  possesses  practically  no  germicidal 
powers,  f)ossibly  Iwcause  of  the  fonnation  of  a  protecting  envelope  by 
the  coagulation  of  the  bacterial  ectoplasm,  or,  as  suggested  above,  by 
desiccation  due  to  the  abstraction  of  wat<?r,  dilute  alcohol  in  a  concen- 
tration of  al)out  50  per  cent  is  distinctly  germicidal,  destroying  the  vege- 
tativ(?  forms  of  bacteria  in  from  ten  to  fifteen  minutes  or  less.* 
Att(*ntion  has  already  Ix^en  called  to  the  fact  that  moderate  ad- 
ditions of  alcohol  to  acjueous  solutions  of  mercuric  chloride  enhance 
the  germicidal  power  of  this  disinfectant.  Additions  of  ethyl  and 
methyl  alcohol  to  car})()lic  acid  or  fonnaldehyde  solutions,  on  the 
oth(^r  hand,  progressively  decreiuse  the  bactericidal  activities  of  these 
substances.' 

The  value  of  boiling  alcohol  for  the  destruction  of  spores — especially 
in  the  stt»rilization  of  catgut — has  l:)een  investigated  by  Saul,*  who 
found  that  boiling  in  absolute  ethyl,  methyl,  or  propyl  alcohol  is  prac- 
tirally  without  effect,  while  spores  are  destroyed  n^adily  in  boiling 
dilute  alcohol,  the  most  effectual  being  propyl  alcohol  of  a  concentra- 
tion of  from  10-40  per  cent. 

Iodoform  (CHI3)*  is  weakly  antiseptic  in  itself,  but  when  introduced 
into  wounds  where  active  reducing  processes  are  taking  place — often 
as  the  result  of  bacterial  growth — iodine  is  lilx>rated  from  it  and  active 
bactericidal  action  results. 

Cakbolic  acid  (CjHgOH),  at  room  temperature,  consists  of  color- 
less crj'stals  which  become  completely  liquefied  by  the  addition  of  10 
p(T  cent  of  watc»r.  In  contradistinction  to  most  inorganic  disinfectants, 
the  action  of  carbolic  acid  and  other  members  of  th(^  phenol  group  is 


»  Koch,  Arb.  a.  d.  kais.  Gesundheitsamt,  i,  1881. 

»  E/uttein,  Zeit.  f.  Hyg..  xxiv,  1897. 

« Kronig  und  Pavl,  loc.  cit. 

*  .Sau/.  Archiv  f.  klin.  Chir,  5C.  1898. 

•p.  Behring,  *'  Bckaempfung d.  Infektions-Krankh.,"  Leipzig,  1894. 
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not  in  any  way  dependent  upon  dissociation.*  According  to  Beckmann  ^ 
and  others,  carbolic  acid  acts  as  a  molecule  and  not  by  individual  ions. 
The  proof  of  this  is  brought  out  by  the  fact  that  the  addition  of  NaCl 
to  carbolic  acid  solutions,  an  addition  which  would  tend  to  decrease 
the  concentration  of  free  ions,  markedly  increases  the  bactericidal 
powers  of  such  solutions.  On  the  other  hand,  as  stated  above,  addi- 
tions of  alcohol  progressively  diminish  the  efficiency  of  the  phenols. 

Other  members  of  this  group  of  disinfectants  are  ortho-,  met  a-,  and 
PARACRESOL  (C«H4CH30H),  isomeric  compounds  differing  only  in  the 
position  of  the  OH  radicle.  Tricresol  is  a  mixture  of  these  three.  The 
cresols  are  relatively  more  powerfully  germicidal  than  is  carbolic  acid, 
but  are  less  soluble  in  water.  Lysol  is  a  substance  obtained  })y  the 
solution  of  coal-tar  cresol  in  neutral  potassium-soap.  Dissolved  in 
water  it  forms  an  opalescent  easily  flowing  liquid.  According  to  Gru- 
bor,'  its  germicidal  action  is  slightly  greater  than  that  of  carbolic  acid. 
Chkolin,  another  combination  of  the  crosols  with  potassic  soap,  forms 
with  water  a  turbid  emulsion,  v.  Behring  *  expressed  the  relative 
geiTnicidal  powers  of  carbolic  acid,  cresol,  and  creolin  for  vegetative 
forms  by  the  numbers  1:4  :  10,  in  the  order  named. 

P'oRAf ALDEHYDE  (H-COH),  or  methyl  aldehyde,  is  a  gas  which  is 
easily  produced  by  the  incomplete  combustion  of  methyl  alcohol.  The 
methods  of  actually  generating  it  for  purposes  of  fumigation  will  be 
discussed  in  a  subsequent  paragraph.  In  aqueous  solution  this  substance 
forms  a  colorless  liquid  with  a  characteristics  acrid  odor,  and  in  this  fomi 
is  largely  used  as  a  preservative  for  animal  tissues  and  as  a  germicide. 
It  is  markct(*d  as  "formalin,'*  which  is  an  aqueous  solution  containing 
from  35  to  40  per  cent  of  the  gas  and  which  exeits  distinctly  bactericidal 
action  on  vegetative  forms  in  further  dilutions  of  from  1  to  10  to  1  to 
20  (formaldehyde  gas  1  :  400  to  1  :  800).  Anthrax  spores  are  killed 
in  35  per  cent  formaldehyde  in  ten  to  thirty  minutes.*  Unlike  the 
phenols,  the  addition  of  salt  to  formaldehyde  solutions  does  not  increase 
its  efficiency,  but  similar  to  them,  additions  of  ethyl  and  methyl  alcohol 
markedly  reduce  its  germicidal  powers. 

The  essential  oils  which  are  most  commonly  used  in  practice — 
largely  as  intestinal  antiseptics — are  those  of  cinnamon,  thyme,  eucalyp- 


>  Scheuerlen  und  Spiro,  Miinch.  med.  Wocli.,  44,  1897. 
2  Beckmann,  Cont.  f.  Bakt.,  I,  xx,  1890. 
^Gniber,  Cent.  f.  Bakt.  I.,  xi,  1892. 

*  r.  Behring,  loc.  cit.,  p.  111. 

*  Kronig  unci  Paul,  loc.  cit. 
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tus,  and  peppermint.  Omeltschenko  ^  believes  that  the  employment  of 
these  oils  in  emulsions  is  illogical,  inasmuch  as  their  bactericidal  powers 
depend  upon  their  vaporization.  He  classifies  the  oils  in  decreasing 
order  of  their  efficiency  as  follows:  Oil  of  cinnamon,  prunol,  oil  of  thyme, 
oil  of  i^eppermint,  oil  of  camphor,  and  eucalyptol. 

Methods  of  Testing  the  Efficiency  of  Disinfectsnts. — The  efficiency  of 
any  given  disinfectant  depends,  as  we  have  seen,  upon  a  number  of 
fiu'tors,  any  one  of  which,  if  variable,  may  lead  to  considerable  differences 
in  the  end  result.  Thus,  as  far  as  the  bacteria  themselves  arc  concerned, 
il  is  necessary'  to  remember  that  not  only  do  separate  species  differ  in 
their  Resistance  to  disinfectants,  but  that  different  strains  within  the 
s:ime  species  may  show  such  variations  as  well.  This  fact  largely  ac- 
counts for  the  widely  varying  reports  made  by  different  investigators 
a.s  to  the  resistance  of  anthrax  spores,  and  depends  possibly  upon  tem- 
porar}'  or  permanent  biological  differences  produced  in  bacteria  by  the 
conditions  of  their  previous  environment. 

The  num][x»rs  of  bacteria  exposed  to  the  disinfectant,  furthermore, 
!•<  a  factor  which  should  be  kept  constant  in  comparative  tests.    The 
mptlium,  moreover,  in  which  bacteria  arc  brought  into  contact  with  the 
'IWnfoctant  Ls  a  matter  of  great  importance,  inasmuch  as  either  by 
entering  into  chemical  combination  with  the  disinfectant  it  may  detract 
from  its  concentration  or  by  coagulation  it  may  form  a  purely  mechanical 
protection  for  the  microorganism.     Thus  bacteria  which  may  be  de- 
.*?troy(Hl  in  distilled  water  or  salt-solution  emulsion  with  comparative 
ea«(%  may  evince  an  apparently  higher  resistance  if  acted  upon   in 
the  presence  of  blood  scrum,  mucus,  or  other  albuminous  substances. 
Temperature  influences  bactericidal  processes  in  that  most  chemical 
flL»»infectants  are  more  actively  bactericidal  at  higher  than  at  lower 
temperatures,  a  fact  due  most  likely  to  the  favorable  influence  of  tem- 
perature upon  all  chemical  reactions.^    As  far  as  merely  inhibitory  or 
antiseptic  values  are  concerned,  however,  the  temperature  least  favor- 
able for  the  reaction  of  the  antiseptic  is  that  which  represents  the  opti- 
mum growth  temperature  for  the  microorganism  in  question  and  the 
inhibitor}'  effects  of  any  substance  are  less  marked  at  this  point  than  at 
temperatures  above  or  below  it. 

The    important    influence  exerted   by  the    solvent   in    which    the 


« Omeltschenko,  C^ent.  f.  Bakt.,  I,  ix,  1891. 

» r.  BeJm'ng,  "  Bekaempf.  der  Infektions-Krnnkh..  Infektion   u.  Desinfection," 
I^ipzig.  1894. 
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disinfectant  is  employed  has  alix^ady  i>een  tlisrussed.  For  ordinan* 
work  it  Ls  customary  to  express  absolut(»  and  comparative  antiseptic 
and  bactericidal  values  in  terms  of  percentages  based  upon  weight,  and 
this,  beyond  question,  is  both  simple  and  practical.  For  strictly  scien- 
tific comparisons,  however,  as  Kronig  and  Paul  *  have  pointed  out,  it 
is  by  far  more  accurate  to  work  with  equimolecular  solutions. 

Rideal  and  Walker  -  have  devised  a  method  of  ti\sting  disinfectants, 
in  which  an  attempt  Ls  made  to  establish  a  standard  for  comparisons. 
They  choose,  as  the  standard,  car})olic  acid,  and  establish  what  they  call 
the  *' carbolic-acid  coefficient/'  This  coefficient  th(*y  obtain  in  the  fol- 
lowing w^ay :  the  particular  dilution  of  the  disinfectant  under  investiga- 
tion which  will  kill  in  a  given  time,  is  divided  by  the  strength  of  carbolic 
acid  which,  under  the  same  conditions,  will  kill  the  same  bacteria  in 
the  same  time.  We  quote  an  example  of  such  a  test,  given  by  Simpson 
and  Hewlett,^  comparing  formalin  and  carlx)lic  acid. 


Sample 


Foniialin  .  .  . 
Carbolic  acid 


BACILLUS  PESTIS. 


Dilution. 


Time  iv  Minttb*. 


2.5 


5 


.5 


(  I  I  in    ;«) 

'(  \  1  ill    40 

^  I  1  in  KM) 

'(  '  1  in  110 


pjrowth  I  growth     

prowtli    prowtli    growth 


^mwlli 


growth 


10 


I2.r>     I      15 


In  the  ai)()ve  U\hU\  formalin  1  in  .'^0  killed  in  the  same*  time  as 
carbolic  acid  1  in  110.  Thus  the  carbolic-acid  coefficient  of  fonnalin 
in  this  test  =  y\"^,  =^  .27. 

The  Rideal-Walker  method  has  b(»eii  much  used  and  is  recommend(Ml 
by  many  workers.'    Its  value,  however,  is  doubtful. 

Determixatiox  of  AxTisKFrif  Valuks. — ^The  antiseptic  or  in- 
hibitive  strength  of  a  chemical  substance,  sometimes  spoken  of 
as  the  "coefficient  of  inhibition,''  is  determined  by  adding  to 
definite    quantities    of    a    given    cultui-e    medium,    graded    i>ercent- 


»  Kronig  und  Paul,  loc.  cit. 

2  Rideal  and  Walker.  Jour,  of  tlie  Sanitan'  Ins.  London,  xxiv. 

'Simptton  and  Hewlett,  Lancet,  ii.  nM)4. 

*  Sommerrille,  Brit.  Med.  Jour.,  1904. 
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INHIBITION   STRENGTHS  OF   VARIOUS  ANTISEPTICS. 
Adapted  from  FlOqqe,  Leipzig,  1902. 


ACIDB 

Sulphuric. .  . . 
Hydrochloric 


Sulphurous 
Artienous. . 
Boric   


.\LKAUE8 

Potaas.  hyiirox , 


Ammon.  hydrox. 


Calcium  hydrox. 

Copper  sulphate 
Ferric  Bulphatc 
Mercuric  chlorid . 
Slwriiitrat45  . . . 


pcrman. 


Halogens  and  Compounds 

Chlorin 

Bromin 

lodin 

^taa.  iodid 

Sodium  chlor 


Obganic  Compounds 

Ethyl  alcohol 

Acetic  and  oxalic  acids 
Carbolic  acid 


BeiiA>ic  acid   

Salicylic  acid 

Formalin     (4%    formalde- 
hyde)   


Camphor 

Thymol  

Oil  mentha  pip   

Ofl  of  terebinth 

Ferozicieof  hydrogen 
6 


Anthrax  Bacilli. 


1  :  3,()00 
1:3,000 


1:800 


1:700 


1:700 


B.  diphth.  1  :  600 
Choi.  spir.  1  :  400 
B.  typh.  1  :  400 
Choi.  spir.  1  :  500 
B.  typh.  1  :  5(X) 
Choi.  spir.  1:1,100 
B.  tyi>h.  1 :  1,100 


1  :  100,000 
1  :  60,000 

1:1,000 

1  : 1,500 
1:1,500 
1:5,000 


1:60 

1:12 

1  :800 

1:1,000 
1:1,500 


1  : 1,000 
1 :  10,000 
1:3,000 
1:8,000 


Other  Bacteria. 


Choi.  spir.  1 : 6,000 
B.  diph.  1  :  3,000 
B.  mallei  1  :  700 
B.  typh.  1 :  500 
Choi.  spir.  1  : 1 ,000 


B.  typhosus  1  :  60,000 

Choi.  spir. 

B.  typhosus  1  :  50,000 


B.  diph.  1  :  500 
B.  typh.  1 :  400 
Choi.  spir.  1  :  600 


Choi.  spir.  1  :  20,000 
Staphylo.    1  : 5,000 


Putr^active  Bac- 
teria in  Bouillon. 


1:6,000 

1:200 

1:100 


1  :  1,000 
1  :90 
1:20,000 


1  :500 

1  : 4,000 
1  :  2,000 
1:5,000 
1:7 


1:  10 
1:400 


1  :  1,000 


1:3,500 


1  : 2,000 
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ages  of  the  cliemical  substance  which  is  being  investigated  and 
planting  in  these  mixtures  equal  quantities  of  the  bacteria  in  question. 
The  medium  us(k1  for  the  tests  may  be  nutrient  broth  or  melted  gelatin 
or  agar.  If  broth  is  used,  growth  is  estimated  by  turbidity  of  the  medium 
and  by  moiphological  examination;  if  the  agar  or  gelatin  are  employtnl 
plates  may  be  pourcd  and  actual  growth  observed. 

Thus,  in  the  case  of  carbolic  acid,  for  instance,  a  five  per  cent  or 
ten  per  cent  solution  of  the  antiseptic  is  prepared  and  this  is  added  in 
gradually  decreasing  quantities  to  tulx;s  of  the  medium  in  the  follow- 
ing way: 

Tube  1  contains  5%  carlwlic  2  c.c.  -\-  broth  8     c.c.  =  1  :  KK)  carbolic  acid. 

"     2        *'        5             "  1  c.c.  -f-  broth  9     c.c.  =  1  :  200       " 

"     3        "        5            "  .5  c.c.  -f-  broth  9.5  c.c.  =  1  : 4(K)       " 

"     4        "        5             "  7  c.c.  -f  broth   9.8  c.c.  =  1  :  1,000  " 

"     5        "        5             "  .Ic.c.  -f-  broth  9.9  c.c.  =  1  : 5,000  " 

To  each  of  th(\se  tubes  a  definite  (quantity  of  the  bacteria  is  added 
either  by  means  of  a  standard  loopful  of  a  fi*esh  agar  culture,  or  better  by 
a  measured  volume  of  an  even  enmlsion  in  sterile  salt  solution.  In  prac- 
tice, it  is  often  ix»garded  as  sufTiciently  accurate  to  add  the  graded  quan- 
tifiers of  the  disinfectant  to  a  constant  10  c.c.  of  the  medium.  This, 
however,  is  naturally  not  so  acciu-ate  as  the  method  given  above.  The 
inoculated  tubes  are  then  incubated  at  a  ttnnperature  corresponding  to 
the  optimum  growth  temjxirature  for  the  microorganism  in  question. 
The  tubes  are  examined  for  growth  from  day  to  day.  From  the  tubes 
containing  the  higher  dilutions,  in  which  no  growth  is  visible,  trans- 
plants are  mad(j  to  det(M*mine  the  presence  of  living  bacteria.  This 
serves  to  distinguish  between  simple  inhibition  or  antisepsis  and  bac- 
terial death  or  disinfection. 

Deteumination  of  Disixkkctaxt  Values. — ^The  determination 
of  the  bactericidal  or  disinfectant  value  of  a  chemical  substance  mav 
be  carried  out  by  a  variety  of  methods.  Koch,'  using  anthrax  spends 
as  the  indicator,  dried  the  spores  upon  i)i-eviously  sterilized  thn^ids  of 
silk.  These  were  exposed  to  the  disinfectant  at  a  definite  tem]>er- 
ature  for  vaiying  times,  thv  disinfectant  was  then  removed  by  wa.sh- 
ing  in  stei-ile  water,  and  th(>  threads  planted  upon  gelatin  or  blood- 
serum  media  and  incubated.  A  serious  objection  t^  this  method  was 
pointed  out  by  ( leppei-t,^  who  maintains  that  it  is  impossible  by  simple 


'  Koch,  Arb.  a.  d.  kais.  CI<'.«iim(lhoitsanit.  1,  1881. 
» Geppert,  Berl.  klin.  Woch.,  xxvi,  1889. 
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BACTERICIDAL   STRENGTHS  OF   COMMON   DISINFECTTANTS. 

Adaptkd  from  FlOgge,  Leipzig,   1902. 


Strepto-  and 
Staphylo- 
cocci. 


5  Minutett. 


Acids 

Sulphuric 1  :  10 

Hydrochloric    1  :  10 

Sulphurous 


>ulphurous 


lk)ric 


Alkalif» 
Potaiss.  hvdrox. . 
Aniniun.  hydrox. 
r:dciuni 


1:5 


Salts 

CV)pf*r  sulphate  .... 

Mercuric  chlor 1  :  10,000  to 

j        1,000 
Silver  nitrate   I  :  1,000 


Potass,  pemiang. 
"  Calc.  chlorid  ' 


Haukskns  and    Com- 

Chlorin 

Trichlorid  of  iotlin . .  . 

<.>KGANi<'  Compounds 

Kthyl  alcohol   

Acetic  and  oxalic  acid." 


Carbolic  acid 


1  :  200 


La-soI 

Creolin 

Salicylic  acid    

Formalin     (40%    for- 
maldehyde)      

PlToxidc  of  hydrogen  . 


1  per  cent. 
1  :200 


70%-15 
minutes 


1:60 


1  :300 


1  : 1,000 

1  :10 
Cone. 


Anthrax  and  Ty|)hoid  Bacilli. 
Cholera   ISpirilluni. 


5  Minutes. 


1:  100 
1  :100 


1  :  300 
I  :  ;i(K) 
I  :  1,000 


1  : 2,000 


1:500 


.1  per  cent. 
1  :  1,000 


70%-lOmins 


Cholera  1:200 
Typh.  1  :  50 
1:300 
1:100 


1:20 
1  :200 


2-24  Houra. 


1  :  1,500 
1  :  1,500 
(Typhoid 
1  :  700) 
1  :  300   (Gas 
10  vol.  %) 
1  :30 


1  :  10,0(K) 
I  :  4,(K)0 


Anthrax  Spores. 


1  :  50  in  10  days 
1  :  50  in  10  days 


Cone.  sol.  incomplete 
disinfection 


1  :  20  (5  days) 
1 : 2,000  (26  hours) 


1  :  20  ( I  day) 
1  :  20  (1  hour) 


1  : 2-3(K) 


1  . 3(K) 


1  : 3,000 


1  :  1,000 
1  :500 


2  per  cent  (in  1  hr.) 
1  :  1,000  (in  12  hrs.) 

Alcol.  50%  for  4 
mouths  without 
killing  spores. 

Koch.* 

1  :  20  (4-45  days) 
(at  40°  in  3  hrs.) 

(10%  in  5  hrs.) 


1  :20  (in  6  hrs.) 

1  :  100  (in  1  hr.) 

!3  :  KK)  (in  1  hr.) 


^  Koch,  Arb.  a.  d.  kais.  Gesundheitsamt,  1, 1881. 
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washing  to  remove  completely  the  disinfectant  in  which  the  thread  has 
been  soaked.  This  author  suggests  that,  whenever  possible,  the  disin- 
fectant, at  the  end  of  the  time  of  exposure,  should  be  removed  by  chem- 
ical means.  In  the  case  of  bichloride  of  mercury  Geppert  exposes  emul- 
sions of  the  bacteria  to  aqueous  solutions  of  the  disinfectant,  and  at  the 
end  of  exposure  precipitates  out  the  bichloride  of  mercury  with  ammo- 
nium sulphid.  In  the  case  of  a  large  number  of  disinfectants,  however, 
this  is  not  possible,  and,  when  the  thread  method  is  used,  removal  of 
the  chemical  agent  by  washing  must  be  practiced.  Complete  removal  of 
the  disinfectant  is  especially  desirable,  since  spores  previously  exposed 
to  these  substances  are  more  easily  inhibited  by  dilute  solutions  than  are 
normal  spores. 

To  do  away  with  the  source  of  error  introduced  by  the  difficulty  of 
washing  a  disinfectant  out  of  a  silk  thread,  the  spores  may  be  dried  upon 
the  end  of  a  glass  rod,  which,  after  exposure,  is  washed  in  distilled  water 
or  salt  solution  and  then  immersed  in  sterile  broth.* 

A  simple  method  often  practiced  is  that  in  which  graded  percentages 
of  the  disinfectant  are  added  to  the  menstruum,  such  as  blood,  blood 
serum,  broth,  etc.,  in  which  the  disinfectant  is  to  be  tested,  and  equal 
quantities  of  bacteria  thoroughly  emulsified  in  water  or  salt  solution  arc 
added.  Such  an  emulsion  may  Ix)  obtained  by  filtering  through  cotton, 
glass  wool,  or  filter  paper.  Loopfuls  of  these  mixtures  arc  then  planted 
from  time  to  time  in  agar  or  gelatin  plates  upon  which  colony  counts  can 
after^vard  be  made. 

In  all  such  tt^sts  it  is  of  primary  importance  to  remember  that  the 
presence  of  organic  fluids,  blood  serum,  mucus,  etc.,  considerably  alters 
the  efficiency  of  germicides,  and  whenever  practical  deductions  are 
made,  experimental  imitation  of  the  actual  conditions  should  be  at- 
tempted. 

Practical  Disinfection. — In  practical  disinfection  with  chemical  agents, 
the  disinfectant  must  be  chosen  to  a  certain  extent  in  accordance  with 
the  material  to  be  disinfected. 

Sjrutujn  is  a  substance  extremely  difficult  to  disinfect  because  the 
bacteria  present  are  surrounded  by  dense  envelopes  of  mucus,  through 
which  disinfectants  do  not  easily  diffuse.  For  sputum  disinfection,  es- 
pecially tuberculous  sputum,  carbolic  acid — 5  per  cent  solution — or 
any  of  the  phenol  derivatives  in  similar  concentration,  may  be  used. 
Bichloride  of  mercury  is  of  very  little  use  in  sputum  disinfection  be- 


» Hill,  Rep.  Am.  Pub.  Health  Assn.,  xxiv.  1898. 
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cause  of  the  dense  protective  layers  of  albuniinated  mercury  which  form 
about  the  inicroorgaiiLsins.  Sputum  should  always  be  received  into 
cups  containing  the  disuifectant,  and  contaminated  handkerchiefs 
should  be  soaked  in  the  solution. 

Fevea  from  typhoid,  dysentery,  and  cholera  patients  should  be  steril- 
ized by  burning,  if  possible,  or  by  thoroughly  mixing  with  large  quan- 
tities of  boiling  water;  but  if  chemical  disinfectants  are  to  be  used,  five 
[ycT  cent  carbolic  acid  or  dilute  fonnalin  are  convenient.  Milk  of  lime 
and  chlorid  of  lime  arc  useful,  though  somewhat  inconvenient.  Bichlo- 
ri«.l  of  luerurcy  is  of  little  value  in  this  case  for  the  same  reason  that  it 
is  valueless  in  sputum  disinfection.  In  all  cases  of  feces  dismfection  it 
is  extremely  important  that  the  chemical  agent  should  be  added  in 
large  quantities  and  thoroughly  mixed  with  the  discharge. 

Lifien,  napkhut^  and  other  cloth  viaterials  which  have  come  into  con- 
tact with  patients  should  be  soaked  for  one  or  two  hours  in  one  per  cent 
foniialdehyde,  five  per  cent  carbolic  acid,  or  1  :  5,000  or  1  :  10,000 
bichlorid  of  mercury.  After  this,  the  material  may  be  taken  from  the 
sick-room  and  boiled.  It  is  extremely  important  that  cloth  material 
should  never  Ix)  removed  from  the  sick-room  in  a  dry  state. 

Urine  may  be  easily  disinfected  by  the  addition  in  proper  con- 
centration of  any  of  the  dismfectants  named  above. 

The  methods  for  sterilization  of  surgical  instruments  and  the  prepara- 
tion of  the  skin  of  the  patient  for  operation  are  subject  to  so  many  local 
variations  that  it  is  hardly  within  the  scope  of  a  textbook  on  bacteriology 
to  mention  them.  Metal  instruments  are  usually  sterilized  by  boiling 
in  s<xla  solution  and  may  be  subsequently  immersed  in  five  per  cent  car- 
ImAic  acid  solution.  Catgut  may  be  sterilized  by  boiling  in  alcohol  or  by 
sulijrcting  it  to  temperatures  of  140°  C.  and  over,  for  several  hours  in 
oils  (anx>lin). 

The  disinfection  of  the  hands  is  also  a  matter  of  nmch  variation. 
Two  methoils  which  are  frequently  quoted  are  that  of  Welch  and  that 
of  Fiirbringer. 

In  Welch's  method  the  hands  are  brushed  with  green  soap  in  water 
as  hot  as  it  can  be  borne  for  at  least  five  minutes.  They  are  then  rinsed 
ami  immersed  for  two  minutes  in  a  warm  saturated  solution  of  perman- 
ganate of  potash  in  which  they  arc  rubbed  with  a  sponge  or  sterile 
cotton.  They  are  then  transferred  to  a  saturated  solution  of  oxalic  acid, 
until  the  red  color  has  entirely  disappeared.  Following  this,  they  are 
rinsed  in  sterile  water  and  then  immersed  in  a  1  :  500  bichlorid  of 
mortuiy  solution  for  one  to  two  minutes. 
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According  to  Fiirbringcr's  method,  the  fing(»r  nails  ai-e  carefuUy 
cleaned  with  an  orange-wood  stick  or  nail  file;  the  hands  are  then  thor- 
oughly brushed  w^ith  a  nail  brush  in  gn»(»n  soap  and  hot  waU^r  for  five 
minutes.  Following  this  they  arc  immersed  in  60  per  cent  alcohol  for 
one  minute,  then  in  3  per  cent  carbolic  acid  solution  for  one  minute; 
after  which  they  are  rinsed  in  sterile  water  and  dried. 

Rooms,  closets y  and  other  closed  spaces  which  are  contaminat(»(l,  nuist 
be  disinfected  largely  by  gaseous  disinfectants.  After  such  disinfection 
in  the  case  of  cellars,  privies,  and  other  places  where  feasible,  walls  and 
ceilings  should  be  whitewashed. 

Gaseous  Disinfectants  for  Purposes  of  Fumigation. — Then^  are  a  large 
number  of  gas(50us  agcmts  which  are  hannful  to  bacteria.  Only  a  few, 
however,  are  of  sufficient  bactericidal  sti*ength  to  be  of  practical  im- 
portance. 

Oxygen,  especially  in  the  nascent  state,  may  exert  distinct  bact(»ri- 
cidal  action  upon  some  bacteria.  That  strictly  anaerobic  strains  are 
inhibited  by  its  pres(»nce,  has  already  been  mentioned. 

Ozone  was  shown  by  Ransome  and  FuUerton  *  to  exert  considerable 
germicidal  power  when  passed  through  a  liquid  medium  in  which  bac- 
teria were  suspended,  but  was  absolutely  without  activity  when  em- 
ployed in  the  dry  state. 

Chlorin  because  of  its  powerful  gennicidal  action  was  once  lookeil 
upon  with  favor,  but  has  been  found  quite  inadequate  from  a  practical 
point  of  view  because  of  its  injurious  action  upon  materials,  and  its 
irregularity  of  a(;tion.  Ohlorin,  too,  is  but  weakly  efficient  unless  in 
the  pres(*nce  of  moisture.' 

Sulphur  dioxides  or  sulphurous  anhydrid  (SO2),  which  was  formerly 
much  used  for  room  disinfection,  is  no  longer  regarded  as  unifonnly  ef- 
ficient for  general  use.  The  gas  is  i)roduced  by  burning  ordinary  roll 
sulphur.  In  order  that  it  shall  })e  at  all  effective,  water  should  be 
vaporized  at  the  same  time,  since  the  disinfectant  action  is  dependent 
upon  the  fonnation  of  suphurous  acid.  The  concentration  of  the  gas 
should  be  at  least  8  per  cent  of  the  volume  of  air  in  the  room.  For  this 
purpose  about  three  pounds  of  sulphur  should  be  burned  for  every 
thousand  cubic  feet  of  space.  It  should  be  allowed  to  act  for  not  less 
tlmn  twenty-four  hours.     The  researches  both  of  Wolffliiigel '  and  of 


»  Ransome  and  FiiUerton,  Rep.  Public  Health,  July,  1901. 

^Fischer  und  Proakauer,  Mitt.  a.  d.  kais.  CJesundheitsaint,  x,  11,  1882. 

*Wolffhii(jcl,  Mitt.  a.  d.  kais.  Gesundheitsanit.  i,  1881. 
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Koch  *  have  shown  that  the  gas  is  not  sufficient  for  the  destruction  of 
sp*>n»s,  under  the  best  circumstances,  probably  because  of  its  lack  of  pen- 
ctrating  power.  Park  *  believes  that  sulphur  dioxide  used  in  quantities 
of  four  pounds  of  sulphur  to  1,000  cubic  feet  is  of  practical  value  for 
fumigating  purposes  in  cases  of  diphtheria  and  the  exanthemata. 

( )f  all  known  gaseous  disinfectants  by  far  the  most  reliable  is  form- 
aldehyde. There  are  many  methods  of  generating  this  gas,  and  many 
(k- vices  for  its  practical  use  have  been  introduced.  In  all  cases  where 
foniialdohyde  fumigation  is  intended,  clothing,  bed-linen,  and  fabrics 
.should  Ixj  spread  out,  cupboards  and  drawers  freely  opened.  The 
cracks  of  windows  and  doors  should  be  hermetically  sealed  with  paper 
strips  or  by  calking  with  cotton.  The  generation  of  gas  may  be  carried 
out  in  an  apparatus  left  within  the  room  or  it  may  be  generated  outside 
and  the  gas  introduced  by  a  tube  passed  within  the  keyhole.  In  all 
c:ls<^s  moisture  should  be  provided  for,  either  in  the  generating  appa- 
nitus  or  by  a  separate  boiler. 

The  first  of  the  methods  of  generating  formaldehyde  for  fumigation 
purpo.*5es  was  that  of  Trillat,'  who  devised  a  lamp  in  which  formaldehyde 
was  produced  by  the  incomplete  combustion  of  methyl  alcohol.  This 
nictho<l  has  proved  expensive  because  of  the  complete  oxidation  of  a 
largo  percentage  of  the  alcohol. 

Direct  evaporation  of  formaldehyde  from  formalin  solutions  has  been 
the  principle  underlying  some  other  devices.  If  such  evaporation  is 
att^»mpted  from  an  open  vessel,  however,  polymerization  of  formal- 
d(»hyde  to  the  solid  trioxymethylene  occurs.  To  prevent  this,  Trillat* 
and  others  have  constructed  special  autoclaves  in  which  20  per  cent  of 
calcium  chloride  is  added  to  formalin  which  is  then  vaporized  under 
pressure.     By  this  means  polymerization  is  practically  eliminated. 

The  Trillat  autoclave,  as  well  as  others  constructed  on  the  same 
principle,  consists  of  a  strong  copper  chamber  of  a  capacity  of  about  a 
gallon,  fitted  with  a  cover  which  can  he  tightly  scivwed  into  place. 
Th(»  cover  is  perforated  by  an  outlet  v(»nt,  a  pressure  gauge,  and  a 
th'»nnonieter.  The  whole  apparatus  is  adjusted  upon  a  stand  and  set 
over  a  kerosene  lamp.  Into  the  chamlxT  is  put  about  one-half  to  three- 
quarters  its  capacity  of  40  per  cent  formaldehyde  (conmiercial  fonnalin) 


'  Koch,  Mitt.  a.  d.  kais.  Ciesundhoitsamt,  i,  1881. 
^Park,  "Pathopen.  Bact.,"  N.  Y..  1908. 
»  Trillat,  (bmpt.  rend,  do  I'acjul.  des  sc,  1892. 
*  Trillat,  Compt.  rend,  do  I'aca*!.  des  .so.,  1896. 
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containing  15-20  por  cont  calcium  chloride.  The  solution  used  ehould 
be  free  from  methyl  alcohol,  since  this  leads  to  the  formation,  with 
fonnaldehyde,  of  methylal,  which  ia  absolutely  without  germicidal 
action.  The  flame  ia  lighted  and  the  exit  tube  kept  closed  until  the 
pressure  gauge  indicates  a  pressure  of  three  atmospheres.  Then  the 
vapor  is  allowed  to  escape  through  the  tube.    For  a  room  of  about  3,000 


cubic  fo<'t  Trilhit  advirios  th(i  continuancr  of  the  Raa  flow  for  about  an 
hour.    The  method  is  not  unifoniily  ii'iiiiblo. 

A  method  which  has  found  much  fiivor  i.s  that  in  which  plyrcrin— 
usually  in  a  concentration  of  10  per  ci^nt — is  ad<lrd  to  formalin.  Ac- 
conling  to  Schlofwmsum  '  the  prc.sfsnro  of  glycerin  hinders  polymeriza- 
tion.   An  apparatus  in  which  this  mixture  is  conveniently  utilized  is 


■  Srhlfoimann.  Himrh.  mcl.  Woi-h,.  4:>.  ISflS. 
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that  of  Lentz  (see  Fig.  12).  Formalin  with  10  per  cent  glycerin  is 
placed  in  the  copper  tank  and  heated  by  a  burner.  Formaldehyde 
leaves  the  nozzle  (which  can  be  introduced  through  the  keyhole) 
mixed  in  a  fine  spray  with  steam.  This  apparatus  has  been  favorably 
endorsed  by  the  War  Department  of  the  United  States. 

The  so-called  Breslau  method  of  generating  formaldehyde  depends 


Fio.  13. — Breslau  Formaldehyde  Generator  and  Section  op  Same.    (After 
V.  Bninn.)    a,  Formalin  tank;  6,  Inlet;  c,  Exit  vent;  d,  Alcohol  lamp. 

upon  the  evaporation  of  formaldehyde  from  dilute  solutions,  v.  Brunn  * 
claims  that  where  formalin  in  30  to  40  per  cent  strength  is  evaporated, 
water  vapor  is  generated  more  rapidly  than  formaldehyde  is  liberated, 
and  a  concentration  leading  to  polymerization  occurs.     If,  however, 

*  V.  Brunn,  Zeit.  f.  Hyg.,  xxx,  1899. 
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dilution  is  carried  out  until  the  formaldehyde  in  the  solution  is  not 
more  than  8  per  cent,  the  generation  of  water  vapor  and  formaldehyde 
takes  place  at  about  equal  speed  and  no  concentration  occurs.  Schloss- 
mann ^  furthermore  claims  that  polymerization  in  the  vaporized  fomial- 
dehyde  does  not  occur  if  sufficient  water  vapor  is  present — a  principle 
which  may  also  contribute  to  the  efficiency  of  the  Breslau  method.  In 
practice,  the  apparatus  devised  by  v.  Brunn  (Fig.  13)  consists  of  a  strong 
copper  kettle  of  about  34  cm.  diameter  by  7.5  cm.  height.  This  is  com- 
pletely closed  except  for  two  openings  in  the  slightly  domed  top,  one 
of  which  is  the  exit  vent,  the  other,  laterally  placed,  is  for  purposes  of 
filling  and  is  closed  by  a  screw  stopper.  The  kettle  is  set  up  on  a  metal 
stand  over  an  alcohol  lamp,  so  arranged  with  a  double  circle  of  burners 
that  heating  may  be  carried  out  rapidly.  The  tank  is  filled  with  a  solu- 
tion of  formalin  of  a  strength  of  from  S  to  10  per  cent  (conmiercial  fonn- 
alin  1  :4).  The  apparatus  permits  the  evaporation  of  large  quantities 
of  fluid  in  a  short  time  (3  liters  in  one  hour).  When  the  lamp  is  left  in  a 
closed  room  care  should  be  taken  to  fill  it  with  a  quantity  of  alcohol 
about  proportionate  to  the  amount  of  fluid  to  be  evaporated.  This, 
according  to  v.  Brunn,  is  about  one-quarter  of  the  volume  of  fonnalin 
solution  used.  By  using  1.5  liters  of  S  per  cent  formalin  for  each  1,0()0 
cubic  f(*et  of  spa(;e,  this  apparatus  is  said  to  yield  a  concentration  of 
formaldehyde  of  about  25  grams  to  the  cubic  meU»r,  a  strength  suffi- 
ficient  to  complete  surface  disinfection  within  s(*ven  hours. 

To  do  away  with  the  use  of  liquid  fonnalin  solutions,  a  methoil  has 
be(»n  devis(»d  which  depends  in  principle  upon  the  breaking  up  by  heat 
of  the  solid  polymer  of  foiTnaldehyde  (trioxy methylene).  The  apparatus 
(trade  name,  "Schering's  Parafomi  Lamp")  as  described  l>y  Aronson' 
consists  of  a  cylindrical  mantle  of  sheet-iron  placed  upon  a  stand  and 
supplied  below  with  an  alcohol  lamp.  S(»t  into  the  top  of  the  mantl(»  Is 
a  small  chanibcT,  into  which  1  gram  tablets  of  trioxymethylene  are 
placed.  The  alcohol  lamp,  so  placed  that  the  wicks  project  but  slightly — 
to  avoid  overheating — is  lighted,  and  the  fonnalin  generatt^d  passes  out 
through  slits  in  the  upper  cixse,  mingling  with  the  water  vapor  and  other 
gases  lilxM-ated  by  the  alcohol  flame.  The  moi"e  modem  devices  have 
water-boiler  attachments  to  insure  sufficient  moisture.  Two  tablets 
are  sufficient  for  the  fumigation  of  about  thiity-five  cubic  feet,  and 
2  c.c.  of  alcohol  are  filled  into  the  lamp  for  each  tablet.  One  hundred 
to  one  luindrtMl  and  fifty  tablets  are  usually  enough  for  the  ordinary 


»  Schlossmann,  loc.  cit.  =  Aronaon,  Z<  it.  f.  Hyg.,  xxv,  1897. 
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room.  Modifications  of  this  method  are  in  common  use,  some  well- 
knov^Ti  firms  preparing  so-called  "paraform  candles,"  in  which  para- 
furm,  in  the  powdered  state,  is  volatilized  by  heat. 

A  simple  method  of  generating  formaldehyde  is  that  which  is  kno\^Ti 
aj5 the** lime  method."  In  a  wide  shallow  pan  40  per  cent  formalde- 
hyde solution  (commercial  formalin)  is  poured  over  quicklime  (CaO). 
Acponling  to  Park,  the  previous  addition  of  concentrated  sulphuric 
lund  to  the  formalin,  in  proportions  of  one  to  ten,  increas(»s  the 
sjxrd  of  formalin  liberation,  and  aids  in  limiting  polymerization. 
AlxHit  one  and  one-half  to  two  pounds  (one-half  to  one  kilogram)  of 
quioklime  are  usc^d  for  every  5(K)  c.c.  of  the  formalin  solution.  The 
lM*at  jrenerat^'d  in  the  slaking  of  the  lime  produces  volatilization  of 
the  fomialin. 

A  modification  of  this  method  is  that  of  Schering  *  in  which  tablets 
of  panifonn  and  unslaked  lime  are  together  laid  into  a  pan  and  warm 
wator  Ls  poured  over  them. 

A  highly  efficient  method,  which  htis  universal  approval  because  of 
its  simplicity,  is  the  potassium  pemianganate  method  of  Evans  and 
Uussell.-  This  method  depends  upon  the  active  reaction  occurring  when 
fonnalin  and  jx>tiuvsium  permanganate  are  mixed.  In  practice,  about 
•^^s  gnim  of  small  cr^-stals  of  potiissium  p<^nnanganate  are  poured  into 
a  half  lit^r  of  40  por  cent  formalhi.  Th(»  mixture  results  in  an  active 
'•vohition  of  heat  and  the  evaporation  of  formalin  together  with  water 
^'^m.  liecausc*  of  the  active  foaming  which  takes  place,  high  cylin- 
dnVal  vess<»ls  should  Ix)  used  al)Out  one  foot  in  height,  pivferably  with  a 
fiiniicl-lik'»  flare  at  the  top.  The  yield  of  gas  by  this  method  is  said 
to  U'  al)out  SO  p(T  cent  of  the  amoinit  present  in  the  solution,  and 
within  the  first  five  minut<»s  most  of  this  is  lilx^ratiHl. 

In  gauging  the  amount  of  formalin  to  be  uscmI  for  d(»finite  spaces  !)y 
the  various  methods,  it  is  safe  to  follow,  as  a  g(*neral  rule*,  the  calcula- 
tions made  In'  Harrington,^  who  states  that  th(»  (H)uivalent  of  110  c.c. 
'»f  fomialin  suffices  to  produce  sterility  within  two  and  a  half  horn's  in  a 
>pa<-«'  of  one  thousand  cuV>ic  feet. 

In  practice,  whenever  the  formalin  generatoi-s  are  l(»ft  in  a  closed 
rrMim,  it  is  a  ix)int  of  gn^at  importance  to  plac(»  the  apparatus  upon  a 
hirjre  piece  of  sheet-iron  in  order  to  avoid  accidcuits  from  fire. 


*  Srhering,  Hy^.  RuiulHchau.  1900. 

'  Erarut  and  Riisseil,  Rop.  Stal<»  Hil.  Tloalth,  Maine,  1904. 

a  Harnngton,  "  Pmcticul  Hygiene,"  Phila.,  1905. 
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The  room  in  which  formaldehyde  has  been  liberated  is  kept  sealed, 
in  the  manner  already  described,  for  at  least  twelve  hours,  after  which 
the  windows  and  doors  are  opened  and  thorough  airing  practiced.  The 
odor  which  remains  after  formaldehyde  fumigation  may  be  removed  b\ 
sprinkling  with  ammonia,  or  by  the  use  of  some  one  or  another  of  tb( 
various  sorts  of  apparatus  devised  for  the  liberation  of  ammonia. 


CHAPTER  VI 

METHODS  USED  IN  THE  MICROSCOPIC  STUDY  AND  STAINING 

OF  BACTERIA 

MIGROSGOPIG  STUDY  OF  BAOTERIA 

Bacteria  may  be  studied  microscopically,  in  the  living  and  un- 
^^aiiKxl  state,  and,  after  the  application  of  dyes,  in  colored  preparations. 
For  the  manipulation  of  bacteria  for  such  study,  glass  slides  and  cover- 
f^lips  of  various  design  are  used.  These  must  be  perfectly  clean  if  the 
preparations  are  to  be  of  any  value.* 

The  Study  of  Bacteria  in  the  Living  State. — Living  bacteria  may  be 
studiod  in  what  is  spoken  of  as  the  "hanging-drop"  preparation. 
For  this  purpose  a  so-called  hollow  slide  is  employed,  in  the  center  of 
^hich  there  h  a  circular  concavity  about*  three-quarters  of  a  centimeter 
to  one  centimeter  in  diameter.  The  preparation  is  manipulated  as 
follows:  If  the  bacteria  are  growing  in  a  fluid  medium  a  drop  of  the 
culture  fluid  is  transferred  to  the  center  of  a  cover-slip.  If  taken  from 
^M  meilia,  an  emulsion  may  be  made  in  broth  or  in  physiological  salt 
'^lution,  and  a  drop  of  this  transferred  to  the  cover-slip,  or  the  bac- 
t<riamay  be  emulsified  in  a  drop  of  salt  solution,  or  broth,  directly  upon 
the  oovcr-slip.  The  concavity  on  the  slide,  having  first  been  rimmed 
^'ith  vaseline,  by  means  of  a  small  camers-hair  brush,  the  cover-slip  is 
invprtcd  over  the  slide  in  such  a  way  that  the  drop  hangs  freely  within 
thf  hollow  spaee.  The  preparation  is  then  ready  for  examination  under 
the  microscope. 

'  Although  the  silicates  of  which  glass  is  compaswl  are  extremely  stable,  never- 
theless alkaline  silicates  which  are  8!ucl  to  separate  out  on  the  surface,  together  with 
erprw  ami  dirt  left  upon  the  glass  by  handling,  during  blowing  and  cutting,  neces- 
sitate cleansing  before  use.    This  may  be  accomplished  by  a  variety  of  methods.    A 
simple  one  suitable  for  general  application  is  as  follows:    (1)  The  slides  and  cover- 
^iivi  arc  thrown  singly  into  boiling  water  and  left  there  for  half  an   hour;  (2)  wash 
in  tu-enty-five  per  cent  sulphuric  acid;    (3)  rinse  in  distilleil  water;    (4)  wash  in 
alcohol;  (5)  wipe  with  a  clean  cloth  and  keep  dry  imder  a  bell-jar.    Another  method 
convenient  for   routine  use  is    to  immerse,  after  thorough  washing  in  soap-suds 
and  sundf  in  ninety-five  per  cent  alcohol  and  to  leave  in  this  until  the  time  of  use. 
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Another  method,  known  as  the  '*  hanging  block  method,"  devised  by 
Hill,^  for  the  study  of  living  bacteria  in  solid  media  is  carried  out  as  fol- 
lows: Nutrient  agar  is  poured  into  a  Petri  dish  and  allowed  to  solidify. 
Out  of  this  layer  a  piece  about  a  quarter  of  an  inch  square  is  cut.  This 
is  placed  on  a  sterile  slide.  The  upper  surface  of  the  agar  block  is  then 
inoculated  with  bacteria  by  surface  smearing,  and  the  preparation 
covered  with  a  sterile  dish  and  allowed  to  dry  for  a  few  minutes  in  the 
incubator.    A  sterile  cover-slip  is  then  dropped  upon  the  surface  of  the 


C 


Fig.  14. — Hanging  Drop  Preparation. 

block  and  sealed  about  the  edges  with  agar.  Block  and  cover-slip  are 
then  taken  from  the  slide  and  fastened  over  a  moist  chamber  with  paraf^ 
fin.  The  entire  preparation  can  be  placed  upon  the  stage  of  a  microsocpe. 
This  method  is  especially  designed  for  the  study  of  cell-division. 

Living  bacteria  may  also  be  studied  in  stained  preparations  by  the 
so-called  "  intravital "  method  of  Nakanishi.  Thoroughly  cleaned  slides 
are  covered  with  a  saturated  aqueous  solution  of  methylene-blue.  This 
is  spread  over  the  slide  in  an  even  film  and  allowed  to  dry.  After  dr>'ing 
the  slide  should  appear  of  a  transparent  sky-blue  color.  The  micro- 
organisms which  are  to  be  examined  are  then  emulsifieil  in  water,  or  are 
taken  from  a  fluid  medium  and  placed  upon  a  cover-slip.  This  is  dropped, 
face  downward,  upon  the  blue  groun  \  of  the  slide.  In  this  way  bacteria 
may  be  stained  without  being  subjected  to  the  often  destructive  proc- 
esses of  heat  or  chemical  fixation.  According  to  Nakanishi,  cytoplasm 
is  stained  blue,  while  nuclear  material  assumes  a  reddish  or  puq)lish 
hue. 

The  Study  of  Bacteria  in  Fixed  Preparations. — Stained  preparations 
of  bacteria  are  best  prepared  upon  cover-slips,  the  process  consisting  of 
the  following  steps:  (1)  Spreading  on  cover-slip;  (2)  drying  in  air;  (3) 
fixing;   (-1)  staining;   (o)  washing  in  water;  (0)  blotting;   (7)  mounting. 

(1)  Smenriwj. — Bacteria  from  a  fluid  medium  are  transferred  in  a 
small  drop  of  the  fluid,  with  a  platinimi  loop,  to  a  cover-slip  and  care- 
fully spread  over  the  surface  in  a  thin  film.  If  taken  from  a  solid  medium 
a  small  drop  of  sterile  water  is  first  placed  upon  the  cover-slip  and  the 
bacteria  are  then  in  very  small  quantity  carefully  emulsified  in  this  drop 
with  the  platinum  needle  or  loop  and  spread  in  an  extremely  thin  film. 


»  UiU,  Jour,  of  Med.  Research,  xni,  1902. 
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(2)  Tho  film  is  allowed  to  dry  in  the  air. 

(ii)  When  thoroughly  dried,  fixation  is  carried  out  by  passing  the 
pn'pamtion,  film  side  up,  three  times  through  a  Bunsen  flame,  at  about 
the  rate  of  a  pendulum  swing.  Fixation  by  heat  in  this  manner  is  most 
convenient  for  routine  work,  but  is  not  the  most  delicato  method,  in- 
asmuch as  the  degree  of  heat  applied  ean  not  be  accurately  controlled. 
The  other  methods  which  may  \>e  employed  are  immersion  in  methyl 
alcohol,  fonnalin,  saturated  aqueous  bichloride  of  mercur>',  Zenker's 
ihiid,  or  acetic  acid.  If  chemical  fixatives  are  used,  they  must  be  re- 
moved by  wasliing  in  water  before  the  stain  is  applied.  If  a  prepara- 
tion is  made  upon  a  slide  instead  of  a  cover-slip,  passage  through  the 
flame  should  be  rcpiiated  eight  or  nine  times. 

(4)  SUiining, — The  dyes  used  for  the  staining  of  bacteria  are,  for 
the  gn^aU'r  part,  basic  anilin  dyes,  such  as  methylene-blue,  gentian- 
violet,  and  fuchsin.  These  may  be  applied  for  simple  staining  in  5 
ptT  cent  ac^ueous  solutions  made  up  from  filtered  saturated  alcoholic 
j^lutions,  or  directly  by  weight.  They  are  conveniently  kept  in  the 
lal)orator>'  as  saturated  alcoholic  solutions.  The  strengths  of  some 
saturated  solutions  are  as  follows: 

• 

Saturated  Solutions  ^  (Stains  Gruebler  or  Merck). 

Fuchsin  (aqueous),  1.5  per  cent. 

Fuchsin  (alcohol  90  per  cent),  3  per  cent. 

Gentian-violet  (aqueous),  1.5  per  cent. 

Cicntian-violet  (alcohol  96  per  cent),  4.8  per  cent. 

Mcthylene-blue  (a(j[ueous),  0.7  per  cent. 

Methylene-blue  (alcohol  90  per  cent),  7  per  cent. 

Tlie  staining  solution,  in  simple  routine  staining,  is  left  upon  the  fixed 
bacterial  film  for  from  one-half  to  one  and  one-half  minutes  according  to 
the  efficiency  of  the  stain  used.  Methylene-blue  is  the  weakest  of  the 
three  stains  mentioned;   gentian-violet  the  strongest. 

(5)  The  excess  stain  is  removed  by  washing  with  water. 

(0)  The  preparation  is  thoroughly  dried  by  a  blotter  or  between 
layers  of  absorbent  paper. 

(7)  A  small  drop  of  Canada  balsam  is  placed  upon  the  film  side  of 
the  dr>^  cover-slip,  which  is  then  inverted  upon  a  slide.  The  prepara- 
tion is  now  ready  for  microscopical  examination. 

» After  Wood,  **  Chemical  and  Microscopical  Diagnosis,"  Appendix.    N.  Y.,  1909. 
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The  chemical  principles  which  underlie  the  staining  process  are  still 
more  or  less  in  doubt. ^  Suffice  it  to  say  here  that  most  of  the  dyes  in 
common  use  by  bacteriologists  and  pathologists  are  coal-tar  derivatives 
belonging  to  the  aromatic  series,  all  of  them  containing  at  least  one 
"benzolring"  combmed  with  what  Michaelis  terms  a  "chromophoix' 
group,"  chief  among  which  are  the  nitro-group  (NO2),  the  nitroso-grcup 
(NO),  and  the  azo-group  (N  =  N).  Just  what  the  actual  process  of  stain- 
ing consists  in,  is  a  question  about  which  various  opinions  are  held,  some 
beli(iving  that  the  phenomenon  is  purely  chemical,  in  which  a  salt  is 
formed  by  the  combination  of  the  dye  and  the  protoplasm  of  the  cells, 
others  that  there  is  no  such  salt  fonnation,  and  that  the  process  take43 
place  by  purely  physical  means.  To  support  the  latter  view  it  is  argued 
that  certain  substances  like  cellulose  are  stainable  without  possessing 
the  property  of  salt  formation,  and  that  staining  may  often  be  accom- 
plished without  there  being  a  chemical  disruption  of  the  dye  itself. 
Michaelis  sums  up  his  views  l)y  stating  that  probably  both  processes 
actually  take  place.  A  dye  stuff,  lus  a  whole,  may  enter  into  and  Ix*  do- 
posited  upon  a  tissue  or  cell  by  a  process  which  he  speaks  of  as  "  insorj>- 
tion."  In  such  a  case  the  coloring  matter  may  be  subsequently  ex- 
tracted by  any  chemically  indifferent  solvent.  On  the  other  hand,  a  dye 
after  being  thus  deposited  upon  or  within  a  cell,  may  become  chemically 
united  to  the  protoplasm  by  the  formation  of  a  salt,  and  in  such  a  case 
the  color  can  be  removed  only  by  agents  which  arc  capable  of  decom- 
posing salts,  such  as  free  acids. 

The  staining  power  of  any  solution  may  be  intensified  either  by 
heating  while  staining,  by  prolonging  the  staining  process,  or  by  the 
addition  of  alkalies,  acids,  anilin  oil,  and  other  substances  which  will 
be  mentioned  in  the  detailed  descriptions  of  six^cial  staining  methods. 

One  of  the  most  common  examples  of  such  an  intensified  stain 
is  the  so-called  Loeffler^s  alkaline  yjiethylcne-blue.  This  is  made  up  in 
the  following  way: 

Saturated  alcoholic  solution  of  methylene-bluc,    30  c.c. 
1  :  10,000  solution  potassium  hydrate  in  water,  100  c.c. 

Another  solution  designed  with  a  similar  puq^ose  is  the  Koch-Ehrlich 
anUin-water  solution.  Anilin  oil,  one  part.,  is  shaken  up  with  dis- 
tilled water,  nine  parts;   after  thorough  shaking,  the  mixturc  is  filter^^d 


•  For  comprehensive  reviews  of  the  subject,  the  reader  is  referred  to  dissertations 
such  as  those  of  Mann  (**  Physiol.  Hist.  Methods  and  Theory,"  Oxford,  1902)  and 
of  Michaelis  ("  Einfuhrung  in  die  Farbstoffchemie,"  etc.,  Berlin,  1902). 
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through  a  moist  filter  paper  until  perfectly  clear.  A  saturated  alco- 
iohc  solution  of  either  fuchsin  or  gentian-violet  is  added  to  this  anilin 
water  in  proportions  of  about  one  to  ten  or  until  a  slightly  iridescent 
pellicle  appears  upon  the  surface  of  the  solution. 

.\n  extremely  useful  and  very  strong  staining  solution  is  the  Ziehi 
t      carbol'fuchsin  sdtUion,  made  up  as  follows:  * 

Fuchsin  (basic) » 1  gm. 

Alcohol  (absolute) 10  c.t. 

Five  per  cent  carbolic  acid    100  c.c. 

To  make  up  this  staining  solution,  mix  90  c.c.  of  a  five  per  cent  aque- 
ous solution  of  carbolic  acid  with  10  c.c.  of  saturated  alcoholic  basic 
fuchsin. 

It  may  also  be  made  up  as  follows: 

Weigh  out 

Bade  fuchsin 1  gram 

Carbolic  acid 5  grams 

Dissolve  in 

Distilled  water 100  c.c. 

Filter  and  add 

Absolute  alcohol 10  c.c. 

SPECIAL   STAININQ    METHODS 

Spore  Stains. — Abbott's  Method.' — Cover-slips  are  smeared  and 
fixed  by  heat  in  the  usual  manner. 

Cover  with  Loeffler's  alkaline  methylene-blue  and  heat  the  stain 
untO  it  boils,  repeat  the  heating  at  intervals  but  do  not  boil  continuously. 
Keep  this  up  for  one  minute. 

Rinse  in  water. 

Decolorize  with  a  mixture  of  alcohol  eighty  per  cent  98  c.c.  and  nitric 
acid  2  c.c,  until  all  blue  has  disappeared. 

Rinse  in  water. 

Dip  from  three  to  five  seconds  in  saturated  alcoholic  solution  of 
eosin  10  c.c,  and  water  90  c.c. 

Rinse  in  water,  blot,  and  mount  in  balsam. 

By  this  method  the  spores  are  stained  blue,  the  bodies  of  the  bacilli 
are  stained  pink. 

*  ZiM,  Deut.  med.  Woch.,  1882.  '  Abbott,  "PHd.  of  Bact./'  PhUa.,  1905. 
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Moeller's  Method.* — Cover-8lii)s  are  prepared  as  usual  and  fixed 
in  the  flame*. 

Wash  hi  chloroform  for  two  minutes. 

Wash  in  water. 

Cover  with  five  per  cent  chromic  acid  one-half  to  two  minutes. 

Wash  in  water.  Invert  and  float  cover-slip  on  carbol-fuchsin  solu- 
tion in  a  small  porcelain  dish  and  heat  gently  with  a  flame  until  it  steams; 
continue  this  for  three  to  five  minutes.  (This  step  can  also  be  done  by 
covering  the  cover-glass  with  carbol-fuchsin  and  holding  over  flame.) 

Decolorize  with  five  piu*  cent  sulphuric  acid  five  to  ten  seconds. 

Wash  in  water. 

Stain  with  aquc^ous  methylene-blue  one-half  to  one  minute.  By 
this  method  spores  will  be  stained  red,  the  body  blue. 

Gapsule  Stains. — Welch's  Method.^ — Cover-slips  arc  prepared  as 
usual  and  fixed  l)y  hcuit. 

Cover  with  glacial  acetic  acid  for  a  f(»w  seconds.  Pour  off  acetic  acid 
and  cover  with  anilin  watxM'  gentian-vioU^t,  nmewing  stain  rejx^at^^^dly 
until  all  acid  is  removed.  This  is  done  l)y  pouring  the  stain  on  and  off 
three  or  four  tunes  and  then  fiiuilly  heaving  it  on  for  about  threi^  minutes. 

Wash  in  two  i)er  cent  salt  solution  and  examine  in  this  solution. 

lliss'  Methods.'' — (1)  Copper  Sulphate  Method. — Cover-slip  prepam- 
tions  are  made  by  smearing  the  organisms  in  a  drop  of  animal  serum, 
preferably  beef-ljlood  serum. 

Dry  in  air  and  i\x  by  heat. 

Stain  for  a  few  seconds  with — 

Saturated  alcoholic  solution  of  fuchsin  or  gentian-violet  5  c.c,  in 
distilled  water  Do  c.c. 

The  cover-slip  is  flooded  with  the  dye  and  the  preparation  held  for  a 
second  over  a  free  flame*  until  it  steams. 

Wash  off  dyci  with  twenty  per  cent  ae^ueous  copper  sulphate  solution. 

Blot  (do  not  wash). 

Dry  and  mount. 

By  this  method  pc^nnanent  preparations  arc  obtained,  the  capsule 
appearing  as  a  faint  l)lue  halo  around  a  dark  purple  cell  body. 

(2)  Potassium  Carbonate  Method. — This  method  consists  in  using 
as  a  dye  a  half-saturated  solution  of  gentian-violet.     Gentian-violet  in 


»  MtH'Ucr,  Ont.  f.  Biikt..  I,  x,  1891. 

2  Wclrh.  Johns  Hopkins  Hosp.  Hull.,  1892. 

3//W.S,  Cont.  f.  Bakt.,  xxxi,  1902;  Jour.  Exi>ct.  Med.,  vi,  1905. 
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substance  is  added  in  excess  to  distilled  water  and  allowed  to  dissolve 
to  its  full  extent.  The  solution  is  then  filtered  and  diluted  to  twice  its 
volume. 

Cover-glass  preparations  are  made  by  spreading  the  bacteria  on  a 

fovernslip  in  a  drop  of  animal  serum  as  in  preceding  method.    They  are 

allowed  to  dry  in  the  air  and  fixed  by  heat  as  usual.    The  dye  is  then 

poured  upon  the  preparation  and  allowed  to  remain  for  a  few  seconds. 

ft  is  then  washed  off  with  a  twenty-five-hundredth  per  cent  solution 

of  potassium  carbonate  in  water,  and  studied  in  this  solution.    The 

cover-slip  inverted  on  a  slide  may  be  rimmed  with  vaseline  to  prevent 

evaporation. 

Buerger's  Method.^ — CJover-slip  preparations  are  made  by  smear- 
ing in  scrum  as  in  Hiss'  method. 

As  the  edges  of  the  smear  begin  to  dry,  pour  over  it  Mueller's  fluid 
and  warm  in  flame  for  three  seconds. 

(Mueller's  fluid  is  composed  of  potassium  bichromate  2.5  gm., 
sodium  sulphate  1  gm.,  water  100  c.c,  saturated  with  bichloride  of 
mercury.) 

Wash  in  water. 

Flush  with  ninety-five  per  cent  alcohol. 
Cover  with  tincture  of  iodin,  U.  S.  P.,  one  to  three  minutes. 
Wash  with  ninety-five  per  cent  alcohol. 
Dr}*^  in  the  air. 

Stain  with  anilin  water  gentian-violet  two  to  five  seconds. 
Wash  with  two  per  cent  salt  solution. 
Mount  and  examine  in  salt  solution. 

Wadsworth's   Method.* — Wadsworth    has    devised  a  method  of 
staining  capsules  which  depends  upon  the  fixation  of  smears  with  forma- 
Un.    After  such  fixation  capsules  may  be  demonstrated  both  with  simple 
stains  and  by  Gram's  method.    The  technique  is  as  follows: 
Smear  preparations,  made  as  usual,  are  treated  as  follows: 

1.  Formalin,  40  per  cent,  two  to  five  minutes. 

2.  Wash  in  water,  five  seconds. 

SiMPLC  Stain.  Differrntial  Stain  (Gram's  Method). 

3.  Ten  per  cent  aqueous  gentian-violet.    3.  Anilin  gentian-violet,  two  minutes. 

4.  Wash  water,  five  seconds.  4.  lodin  solution,  two  minutes. 

5.  Dry,  mount  in  balsam.  5.  Alcohol,  95  per  cent,  decolorize. 

6.  Fuchsin,  dilute  aqueous  solution. 

7.  Wash  water,  two  seconds. 

8.  Dry,  mount  in  balsam. 


Buerger,  Med.  News,  Dec.,  1904  » Wadsworth,  Jour.  Inf.  Dis.,  1906. 
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It  is  important  that  the  formalin  be  fresh  and  the  exposure  to 
water  momentary.  When  decolorizing  in  the  Gram  method,  strong 
alcohol  only  should  be  used.  Wadsworth  also  found  that  encapsulated 
pneumococci  could  be  demonstrated  in  celloidin  sections  of  pneumonic 
lesions  hardened  in  strong  formalin.  The  lungs  should  be  distended  with 
the  formalin  or  the  lesions  cut  in  very  thin  bits,  hardened,  dehydrated, 
embedded,  and  cut  in  the  usual  way.  The  celloidin  sections  may  be  fixed 
on  the  slides  by  partially  dissolving  the  celloidin  in  alcohol  and  ether 
and  setting  the  celloidin  quickly  in  water  before  staining.  Failure  to 
obtain  pneumococci  encapsulated  in  such  sections  is  usually  due  to 
improper  or  inadequate  fixation  in  the  formalin. 

The  differential  method  employed  by  Wadsworth  for  tissue  staining 
is  as  follows: 

1.  Fix  in  formalin  forty  per  cent,  two  to  five  minutes. 

2.  Wash  in  water. 

3.  Anilin  gentian-violet,  two  minutes. 

4.  lodin  solution,  two  minutes.  ,.  • 

5.  Alcohol,  ninety-five  per  cent,  decolorize. 

6.  Eosin  alcohol,  counterstain. 

7.  Clear  in  oil  of  origanum. 

8.  Mount  in  balsam. 

Flagella  Stains. — All  flagella  stains,  in  order  to  be  successful,  nuces- 
sitate  particularly  clean  cover-slip  preparations,  best  made  from  young 
agar  cultures  emulsified  in  sterile  salt  solution.  Scrupulous  care  should 
be  exercised  in  cleaning  the  glassware  used. 

Loeffler's  Method.* — ^The  preparation  is  dried  in  the  air  and  fixed 
by  heat.    It  is  then  treated  with  the  following  mordant  solution: 

Twenty  per  cent  aqueous  tannic  acid 10  parts. 

Ferrous  sulphate  aq.  sol.  saturated  at  room  temperature .  5  parts. 
Saturated  alcoholic  fuchsin  solution 1  part. 

This  solution,  which  should  be  freshly  filtered  before  using,  is 
poured  over  the  cover-glass  and  allowed  to  remain  there  for  one-half 
to  one  minute,  during  which  time  it  should  be  gently  heated,  but  not 
allowed  to  boil. 

Wash  thoroughly  in  water. 

Stain  with  five  per  cent  anilin  water  fuchsin  or  anilin  water  gen- 


» Loeffler,  Qcni.  f.  Bakt.,  I,  vi,  1889. 
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tian-violct  made  slightly  alkaline  by  the  addition  of  one-tenth  per  cent 
sodium  hydrat<?. 

The  stain  should  be  filtered  directly  upon  the  cover-slip.  Warm 
gently  and  leave  on  for  one  to  two  minutes.  Wash  in  water.  Mount  in 
baisaiu. 

Van  Ermengem's  Method.* — This  method  requires  the  preparation 
of  ihrvc  solutions. 

(1)  TH*cnty  per  cent  tannic  acid  solution 60  c.c. 

Two  per  cent  osmic  acid  solution 30  c.c. 

Glacial  acetic  acid 4-5  drops. 

The  cover-slip  carrying  the  fixed  preparation  is  placed  in  this  solu- 
tion for  one  hour  at  room  temperature,  or  for  five  minutes  at  100°  C. 
iboiling). 

Wash  in  water. 

Wash  in  absolute  alcohol. 

Immerse  the  cover-slip  for  one  to  three  sc(!on(ls  in 

(2)  Silver  nitrate,  0.25-0.5  per  cent  solution. 
Without  washing,  transfer  to 

(3)  CSallic  acid 5  gm. 

Tannic  acid 3    ** 

Fuseil  i)otas8ium  acetate 10    " 

Distilled  water 350  c.c. 

Immerse  in  this  for  a  few  minutes,  moving  the  cover-slip  about. 

Return  to  the  silver  nitrate  solution  until  the  preparation  turns 
Mark. 

Wash  thoroughly  in  water. 

Blot  and  mount. 

Smith's  Modification  of  Pitfield's  Method.' — A  saturated  solu- 
tion of  bichloride  of  mercury  is  boiled  and  is  poured  while  still  hot  into  a 
Mtlc  in  which  crj'^stals  of  ammonia  alum  have  been  placed  in  quantity 
nion*  than  sufficient  to  saturate  the  fluid.  The  lx)ttle  is  then  shaken  and 
JiJIowcti  to  cool.  Ten  c.c.  of  this  solution  are  added  to  10  c.c.  of  freshly 
pHpan^l  ten  jkt  cent  tannic  acid  solution.  To  this  add  5  c.c.  carbol- 
furhsin  solution.     Mix  and  filter. 

To  stuin,  filt<*r  the  above  mordant  directly  upon  the  fixed  cover-slip 

•  Van  Ermengem,  Cent.  f.  Bakt..  I,  xv,  1894. 
^  Smith,  Brit.  Med.  Jour.,  I,  1901,  p.  205. 
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preparation.    Heat  gently  for  three  minutes,  but  do  not  allow  to  boil. 
Wash  in  water  and  stain  with  the  following  solution: 

Saturateii  alcoholic  solution  gentian-violet 1  c.c. 

Saturated  solution  ammonia  alum 10  c.c. 

Filter  the  stain  directly  upon  the  preparation  and  heat  for  three  or  four 
minutes.    Wash  in  water,  dry,  and  mount  in  balsam. 

Differential  Stains. — Guam's  Method.' — By  this  method  of  staining, 
which  is  extremely  important  in  bacterial  differentiation,  bacteria  are 
divided  into  those  which  retain  the  initial  stain  and  those  which  are 
subsequently  decolorized  and  take  the  counterstain.  The  former  arc 
often  spoken  of  as  the  Gram-positive,  the  latter  as  Gram-negative 
bacteria. 

Preparations  arc  made  on  cover-slips  or  slides  in  the  usual  way. 

The  preparation  is  then  covered  with  an  anilin  gentian-violet  solu- 
tion which  is  best  made  up  freshly  before  use. 

The  staining  fluid  is  made  up,  according  to  Gram's  original  din^c- 
tions,'  as  follows: 

Five  c.c.  of  anilin  oil  are  shaken  up  thorouglily  with  12.*)  c.c.  of  dis- 
tilled water.    This  solution  is  then  filtered  through  a  moist  filter  paper. 

To  108  c.c.  of  this  anilin  water,  add  12  c.c.  of  a  saturated  alcoholic 
solution  of  gentian-violet.  The  stain  acts  best  when  twelve  to  twenty- 
four  hours  old,  but  may  be  used  at  once.  It  lasts,  if  well  stoppered,  for 
three  to  five  days.  A  more  convenient  and  simple  method  of  making  up 
the  stain  is  as  follows: 

To  10  c.c.  of  distilled  water  in  a  test  tube  add  anilin  oil  until  on 
shaking  the  emulsion  is  opaque;  roughly,  one  to  ten.  Filter  this  through 
a  wet  paper  until  the  filtrate  is  clear.  To  this  add  saturated  alcoholic 
solution  of  gentian-violet  until  the  mixture  is  no.  longer  transparent, 
and  a  metallic  film  on  the  surface  indicates  saturation.  One  part  of 
alcoholic  saturated  gentian-violet  to  nine  parts  of  the  anilin  water 
will  give  this  result.  This  mixture  may  be  used  immediately  and  lasts 
two  to  five  days  if  kept  in  a  stoppered  bottle. 

Cover  the  preparation  with  this;  leave  on  for  five  minutes. 

Pour  off  excess  stain  and  cover  with  Gram's  iodin  solution, 

lodin 1  gm. 

Potassiu'ii  io:li  1 2  pn. 

Distilleil  wiiUir 300  c.c. 


>  Gram^  Fortschr.  il.  Med.,  ii,  1884.  ^Gram,  loc.  cit. 
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Decolorize  with  ninety-seven  per    cent   alcohol  until  no  further 
traces  of  the  stain  can  be  washed  out  of  the  preparation.    This  takes 
usually  thirty  seconds  to  two  minutes,  according  to  thinness  of  prepara- 
tion. 
Wash  in  water. 

Counterstain  with  an  aqueous  contrast  stain,  preferably  Bismarck 
brown.* 

Paltauf's  Modification  of  Gram's  Stain.^ — ^The  staining  fluid  as 
prepared  by  this  modiflcation  possesses  the  advantage  of  retaining  its 
staining  power  for  a  longer  period  than  does  the  anilin-water-gentian- 
violet  described  in  the  original  method. 
The  staining  fluid  is  prepared  as  follows: 

^-5  c.c.  anilin  oil  are  added  to 
90  c.c.  distilled  water  and 
7  c.c.  absolute  alcohol. 

This  mixture  is  thoroughly  shaken  and  filtered  through  a  moist 
filter  paper  until  clear.    Then  add: 

Gruebler's  gentian- violet  2  gm. 

The  fluid  should  stand  twenty-four  hours,  during  which  a  precipi- 
tate forms.    This  is  filtered  before  use. 

This  gentian-violet  solution  retains  its  staining  power  for  from  four 
to  sue  weeks.  It  is  good  only  when  a  metalUc  luster  develops  on  the 
surface. 

It  Is  used  in  the  following  way :  Spreads  on  cover-slips  or  slides  are 
dried  and  fixed  as  usual. 

Then  apply: — 

Anilin  water  gentian- violet  (as  above),  three  minutes. 

Gram's  iodin  solution,  two  minutes. 

Absolute  alcohol  (with  stirring),  thirty  seconds. 

Counterstain,  without  washing  in  water,  in  aqueous  fuchsin  or  in 
weak  carbol-fuchsin. 


'  To  make  up  BiBraarck  brown  solution,  prepare  a  saturatetl  aqueous  solution  of 
the  powdered  dye  by  heating.  Allow  it  to  cool,  and  filter.  Dilute  one  to  ten  with 
dwtilled  water. 

^Shamosky,  Proc.  N.  Y.  Pathol.  See.,  Oct.,  1909,  n.  s.,  ix,  5. 
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Classification    of   the    Most    Important    Pathogenic    Bacteria 

According  to  Gram's  Stain. 


Gram-positive. 

(Retain  tfie  Gentian-violet.) 

Micrococcus  pyogenes  aureus 

Micrococcus  pyogenes  albus 

Streptococcus  pyogenes 

Micrococcus  t(*trtigenus 

Pneumococcus 

Bacillus  suhtilis 

Bacillus  anthracis 

Bacillus  diphth(»ria) 

Bacillus  t<^tanus 

Bacillus  tulx^rculosis  and  other 

acid-fast  bacilli 
Bacillus  aiTogenes  capsulatus 
Bacillus  botulinus 


Gram-negative. 

(Take  Counterstain.) 

Meningococcus 
Gonococcus 
Micrococcus  catarrhalis 
Bacillus  coli 
Bacillus  dysenteria; 
Bacillus  typhosus 
Bacillus  paratyphosus 
Bacillus  fecalis  alkaligcncs 
Bacillus  enteritidis 
Bacillus  proteus  (proteus) 
Bacillus  mallei 
Bacillus  pyocyancus 
Bacillus  influenzae 
Bacillus  mucosus  capsulatus 
Bacillus  pestis 
Bacillus  maligni  ocdematis 
Spirillum  cholera) 
Bacillus  Koch-Weeks 
Bacillus  Morax-Axenfeld 


Stains  for  Acid-Fast  Bacteria. — These  methods  of  staining  are  chiefly 
useful  in  the  demonstration  of  tubercle  bacilli.  These  bacteria  because 
of  their  waxy  cell  membranes  are  not  easily  stained  by  any  but  the  most 
intensified  dyes,  but  when  once  stained,  retain  the  color  in  spite  of  ener- 
getic dccolorization  with  acid.  For  this  reason  they  are  known  as  acid- 
fast  bacilli.  The  first  m(»thod  devised  for  the  staining  of  tubercle 
and  allied  bacilli  was  that  of  Ehrlich. 

Ehrlich  Method.' — ^This  method  is  now  rarely  used.  C!over-elip 
preparations  are  prepared  as  usual  and  fixed  by  heat. 

Stain  with  anilin  water  gentian-violet,  hot,  three  to  five  minutes, 
or  twenty-four  hours  at  room  temperature. 


I  Ehrlich,  Deut.  met!.  Woch..  1882. 
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Decolorize  with  thirty-three  per  cent  nitric  acid  one-half  to  one 
minute. 

Treat  with  sixty  per  cent  alcohol,  until  no  color  can  be  seen  to  come 
off. 

Counterstain  with  aqueous  methylene-blue. 

Rinse  in  water,  dry,  and  mount. 

Ziehl-Neelson  Method.* — ^Thin  smears  are  made  upon  cover- 
slips  or  slides. 

Fix  by  heat. 

Stain  in  carbol-fuchsin  solution  as  given  on  page  97.  The  slide 
or  cover-slip  may  be  flooded  with  the  stain,  and  this  gently  heated  with 
the  flame  until  it  steams,  or  else  the  cover-slip  may  be  inverted  upon 
the  surface  of  the  staining  fluid,  in  a  porcelain  dish  or  watch-glass,  and 
this  heated  imtil  it  steams.  This  is  continued  for  three  to  five  min- 
utes. Decolorize  with  either  five  per  cent  nitric  acid,  five  per  cent 
sulphuric  acid,  or  one  per  cent  hydrochloric  acid  for  three  to  five 
seconds.  The  treatment  with  the  acid  is  continued  until  subsequent 
washing  with  water  will  give  only  a  faint  pink  color  to  the  preparation. 

Wash  with  ninety  per  cent  alcohol  until  no  further  color  can  be  re- 
moved. If,  after  prolonged  washing  with  alcohol,  a  red  color  still  re- 
mains in  very  thick  places  upon  the  smear,  while  the  thin  areas  appear 
entirely  decolorized,  this  may  be  disregarded. 

Wash  in  water  and  counterstain  in  aqueous  methylene-blue  for 
one-half  to  one  minute. 

Rinse  ?n  water,  dry,  and  mount. 

By  this  method  the  tubercle  bacilli  are  colored  red,  other  bacteria 
and  cellular  elements  which  may  be  present  are  stained  blue. 

Gabbet's  Method.' — Gabbet  has  devised  a  rapid  method  in  which 
the  decolorization  and  counterstaining  are  accomplished  by  one  solu- 
tion. The  specimen  is  prepared  and  stained  with  carbol-fuchsin  as  in 
the  preceding  method.  It  is  then  immersed  for  one  minute  directly  in 
the  following  solution: 

Methylene-blue 2  gms. 

Sulphuric  acid  25  per  cent  (sp.  gr.  1018) 100  c.c. 

Then  rinse  in  water,  dry,  and  mount. 

This  method,  while  rapid  and  very  convenient,  is  not  so  reliable  as 
the  Ziehl-Neelson  method. 


>  Ziehl,  Deut.  med.  Woch.,  1882;  Neelson,  Deut.  med.  Woch.,  1883. 

>  Oabbet,  Lancet,  1887. 
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Pappenheim's  Method.' — ^The  method  of  Pappenheim  is  devised 
for  the  purpose  of  differentiating  between,  the  tubercle  bacillus  and  the 
smegma  bacillus.  Confusion  may  occasionally  arise  between  these  two 
microorganisms,  especially  in  the  examination  of  urine  where  smegma 
bacilli  are  derived  from  the  genitals,  and  less  frequently  in  the  examina- 
tion of  sputum  where  smegma  bacilli  may  occasionally  be  mixed  with 
the  secretions  of  the  pharj'nx  and  throat. 

Preparations  are  smeared  and  fixed  by  heat  in  the  usual  way. 

Stain  with  hot  carbol-fuchsin  solution  for  two  minutes. 

Pour  off  dye  without  washing  and  cover  with  the  following  mixture: 

Corallin  (rosolic  acid) 1  gm. 

Absolute  alcohol 100  c.c. 

Methylene-blue  added  to  saturation 

Add  glycerin » 20  c.c. 

This  mixture  is  poured  on  and  drained  off  slowly,  the  procedure  being 
repeated  four  or  five  times,  and  finally  the  preparation  is  washed  in 
water.  The  combination  of  alcohol  and  rosolic  acid  decolorizes  the 
smegma  bacilli,  but  leaves  the  tubercle  bacilli  stained  bright  red. 

BuNGE  AND  Trautenroth  Method.' — ^This  method  is  designed  to 
differentiate  between  the  tubercle  and  smegma  bacilli. 

Smear  and  fix  by  heat  in  the  usual  way. 

Wash  with  absolute  alcohol  to  remove  fat. 

Treat  with  five  per  cent  chromic  acid  for  fifteen  minutes. 

Wash  in  several  changes  of  water. 

Stain  with  hot  carbol-fuchsin  for  five  minutes. 

Decolorize  with  sixteen  per  cent  sulphuric  acid  for  three  minutes. 

Counterstain  with  alcoholic  methylene-blue  for  five  minutes. 

Wash  in  water,  dry,  and  mount. 

By  this  method  the  tubercle  bacillus  remains  red,  the  smegma  bacil- 
lus is  decolorized. 

Baunigarten's  Method.* — ^This  method  is  recommended  by  the 
author  for  differentiation  between  the  bacillus  of  tuberculosis  and  the 
bacillus  of  leprosy  and  depends  upon  the  fact  that  the  tubercle  bacillus 
is  less  easily  stained  than  Bacillus  leprae. 

Smears  are  prepared  and  fixed  by  heat  in  the  usual  way. 


>  Pappenheim,  Beri.  klin.  Woch..  1898. 

3  The  glycerin  is  added  after  the  other  constituents  have  been  mixed. 

»  Bunffe  und  Trautenroth,  Fortschr.  d.  Med.,  xiv,  1896. 

^  Baumgarten,  Zeit.  f.  wissensch.  Mikrosk.,  1,  1884. 
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Stain  in  dilute  alcoholic  fuchsin  for  five  minutes. 

Decolorize  for  twenty  seconds  in  alcohol,  ninety-five  per  cent,  ten 
parts,  nitric  acid  one  part. 

Wash  in  water. 

Counterstain  in  niethylene-blue. 

Wash  in  water,  dry,  and  mount. 

The  tubercle  bacillus  should  be  blue  and  the  bacillus  of  leprosy  red. 

Special  Stains  for  Polar  Bodies. — ^These  staining  methods  are  designed 
to  bring  into  view  polar  bodies  as  found,  for  instance,  in  the  bacilli  of 
diphtheria  and  plague. 

Neissbr's  Method.* — Smear  and  fix  in  the  usual  manner. 

Stain  for  two  to  five  seconds  in  the  following  solution: 

Methylene-blue 1  gm. 

Absolute  alcohol 20  c.c. 

Glacial  acetic  acid   50  c.c. 

Distilled  water 1 ,000  c.c. 

Wash  in  water. 

Counterstain  in  two  per  cent  aqueous  Bismarck  brown  solution  for 
five  seconds. 

By  this  method  polar  bodies  are  stained  blue,  while  the  bacillary 
bodies  are  stained  brown. 

Roux's  Method.' — ^Two  solutions  are  necessary. 

(1)  Dahlia  violet 1  gm. 

Alcohol  90  per  cent 10  c.c. 

Aqua  destillata  ad 1(X)  c.c. 

(2)  Methyl-green 1  gm. 

Alcohol  90  per  cent 10  c.c. 

Aqua  destillata  ad 100  c.c. 

Before  iLse,  one  part  of  solution  No.  1  is  mixed  with  three  parts  of 
solution  No.  2.  The  preparation  is  stained  with  the  mixture  for  two 
minutes  in  the  cold. 

Polycliiome  Stains. — The  various  polychrome  stains  are  of  value  to 
the  bacteriologist  chiefly  for  the  staining  of  pus  and  exudates  where  the 
elation  of  bacteria  to  cellular  elements  is  to  be  demonstrated.  They 
are  also  extremely  useful  in  the  study  of  fixed  specimens  of  protozoan 
parasites.    There  is  a  large  number  of  these  stains  in  use;  a  few  only, 

» Neisser,  Zeit.  f.  Hyg.,  xxiv,  1897. 

*  Roux  and  Yersin,  Annal.  de  I'inst.  Past.,  1890. 
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however,  can  be  given  here.    In  principle,  all  these  stains  depend  upon  »• 
combination  of  eosin  and  methylene-blue,  these  elements  staining  not 
only  as  units,  but  acting  together  in  combination.    One  and  the  same 
solution,  therefore,  contains   at  least   three  elements  which  color  the 
various  structures  of  the  preparation  selectively. 

Jenner's  Meihod.^ — ^This  stain,  because  of  its  simplicity,  is  useful 
for  routine  use.  It  is  made  up  as  follows :  Equal  parts  of  eosin  (Gruebler, 
"  W.  G.")  one  and  two-tenths  per  cent  aqueous  solution,  and  methylene- 
blue  (medicinal,  Gruebler)  one  per  cent  aqueous  solution,  are  mixed  and 
allowed  to  stand  for  twenty-four  hours.  A  coarse  granular  precipitate 
is  formed  which  appears  dark,  with  a  metallic  luster  on  its  surface.  This 
is  separated  by  filtration  and  washed  with  distilled  water  until  the  fil- 
trate appears  almost  clear. 

To  make  up  the  stain  0.5  gram  of  the  dry  precipitate  is  dissolved 
in  100  c.c.  of  methyl  alcohol. 

In  using  the  stain,  preparations  are  not  fixed,  but  simply  dried  in 
the  air  and  immersed  in  the  stain  for  one  to  two  minutes.  After  this, 
wash  in  distilled  water  and  examine. 

Wright's  Modification  of  Leishman's  Method.' — A  one  per  cent 
solution  of  methylene-blue  (Gruebler)  in  five-tenths  per  cent  solution  of 
sodium  bicarbonate  in  distilled  water  is  steamed  in  a  sterilizer  at  100^ 
C.  for  one  hour.  After  this  has  cooled,  a  one-tenth  per  cent  aqueous 
solution  of  eosin  (Gruebler,  W.  G.)  is  added  until  a  metallic  scum  ap- 
pears on  the  surface  of  the  mixture.  (About  five  parts  of  eosin  solution 
to  one  of  methylene-blue  is  necessary.)  The  precipitate  which  forms  is 
collected  by  filtration,  dried,  and  a  saturated  solution  then  made  in 
methyl  alcohol.  This  is  filtered  and  diluted  with  one-quarter  its  bulk 
of  methyl  alcohol. 

To  stain,  cover  the  dried  preparation  with  the  stain  for  one  to 
one  and  one-half  minutes.  Dilute  by  dropping  upon  the  stain  distilled 
water  from  a  pipette  until  a  metallic  film  appears  upon  the  top.  Leave 
this  on  for  three  to  fifteen  minutes.    Wa.sh  in  distilled  water. 

Giemsa's  Method.' — The  method  of  Giemsa  is  really  a  modification 
of  the  Romanowsky  method.  It  is  widely  applicable,  being  of  great 
value  in  the  staining  of  the  Spirochsete  pallida,  Vincent's  spirilla,  pro- 
tozoa, and  Negri  bodies.    The  stain  has  been  modified  several  times  by 


» Jenner,  Lancet,  i,  1889. 

» Wright,  Jour.  Med.  Research,  ii,  1902. 

*  Giemsa,  Cent.  f.  Bakt.,  I,  xxxvii,  1904. 
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its  originator,  the  following  being  the  formula  given  by  him  in  1904: 
The  substance  referred  to  as  azur  II  and  purchasable  under  that  name, 
consists  of  pure  methylenazur  chloralhydrate  combined  with  an  equal 
quantity  of  methylene-blue  chloralhydrate.  The  substance  referi*ed  to 
as  azur  ll-eosin  is  a  combination  of  this  substance  with  eosin. 
The  staining  fluid  is  made  up  as  follows:* 

Axur  Il-eosin 3  gms. 

Ajbut  II   8  gms. 

This  mixture  is  thoroughly  dried  over  sulphuric  acid  in  a  desiccator, 
finely  jx)wde red,  and  rublx»d  through  a  fine  sieve.  It  is  then  dissolved  in 
2.50  gms.  of  C.  P.  glycoiin  (Merck) ,  at  60°  C.  To  this  k  added  methyl 
alcohol  (Kahlbaum)  250  c.c,  previously  warmed  to  60°  C.  This  mix- 
ture is  well  shaken  and  allowed  to  stand  at  room  temperature  for 
twenty-four  hours.    The  mixture  is  now  ready  for  use. 

For  use  10  c.c.  of  distilled  water  are  poured  into  a  test  tube  and 
one  to  two  drops  of  a  one  per  cent  potassium  carbonate  solution  are 
added.  Ten  drops  of  the  staining  solution  described  above  (one  drop  to 
the  c.c.)  are  mixed  with  this  slightly  alkaline  water.  The  preparation 
which  is  to  be  stained  is  fixed  in  methyl  alcohol,  dried,  and  covered  with 
the  diluted  staining  solution.  For  the  staining  of  protozoa  and  ex- 
udates containing  bacteria,  ten  to  fifteen  minutes  are  sufficient.  For 
the  staining  of  Negri  bodies  or  Spirocha^te  pallida,  one  or  more  hours 
of  staining  should  be  employed.  After  staining,  wash  in  running  tap 
water  and  blot. 

Wood's  Method.' — Wood  has  devised  a  simple  staining  method 
based  on  the  principles  of  the  Giemsa  stain,  in  which  azur  II  and  eosin 
^y  be  used  in  separate  solutions.  Preparations  are  fixed  in  strong 
Diethyl  alcohol  for  five  minutes  and  are  then  stained  in  a  0.1  per  cent 
aqueous  solution  of  eosin  until  the  preparation  is  pink.  The  eosin  is 
then  poured  off  and  the  preparation  is  covered  with  a  0.25  per  cent 
aqueous  solution  of  azur  II  for  one-half  to  two  minutes.  Following  this, 
it  is  washed  in  tap  water  and  dried  by  blotting. 

When  an  intense  stain  is  desired,  the  solution  of  eosin  and  azur  II 
may  be  flooded  over  the  preparation  together,  using  an  excess  of  azur 
II.  They  are  then  left  on  from  five  to  ten  minutes.  At  the  end  of  this 
time  washing  and  drying  as  before  completes  the  process. 


*It  is  best  not  to  attempt  to  make  up  the  undiluted  staining  fluid,  since  this  is 
purchasable  under  the  name  of  ''Giemsa  L5sung  fiir  Romanowsky  F^rbung." 
'  Wood,  Med.  News,  83,  1903. 
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The  Staining  of  Bacteria  in  Tissues. — The  preparation  of  tissue  for 
bacterial  staining  is,  in  general,  the  same  as  that  employed  for  purposes 
of  cellular  studies,  in  histology.  For  bacteriological  studies  the  most 
useful  fixative  is  alcohol;  other  fixations,  such  as  that  by  formalin, 
Zenker's  fluid,  or  Mueller's  fluid,  give  less  satisfaction.  In  other  respects 
the  details  of  dehydration  and  embedding  are  the  same  as  those  used  in 
histological  studies,  except  that  it  is  desirable  that  the  tissues  should  bt^ 
handled  rather  more  carefully  than  is  necessary  for  onlinary  patholog- 
ical work,  and  the  changers  from  the  weaker  to  the  stronger  alcohols 
should  be  made  less  abruptly.* 

Emlxidding  in  paraffin  is  preferable  to  celloidin,  although  the  latUT 
method  is  not  unsuccessful  if  carefully  carried  out.  The  ('hiof  (lirtadv.*in- 
tagos  of  celloidin  are  the  retention  of  color  by  the  celloidin  itself  and  the 
consequent  uncleamess  of  differt»ntiation.  It  is  also  eaai(»r  to  cut  thin 
sections  from  paraffin  blocks  than  from  those  prepared  with  celloidin. 

When  staining  tissue  sections  for  bacteria,  it  is  most  convenient 
to  carry  out  the  process  with  the  section  attached  to  a  slide.  For  cel- 
loidin sections  this  may  be  accomplished  by  means  of  ether  vapor.  For 
paraffin  sections  it  is  necessary  to  cover  the  slide  with  an  extremely  thin 
layer  of  a  filtered  mixture  of  equal  quantities  of  egg  albumin  and  glycerin, 
to  which  a  small  crj'^stal  of  camphor  or  a  drop  or  two  of  carbolic  acid 
has  been  added.  The  sections  arc*  th(»n  floated  upon  a  slide  so  prepared, 
and  set  away  in  the  thermostat  for  four  or  five  hours. 

Loeffler's  Method.' — Stain  in  alcoholic  m(»thylene-blue  solution 
five  to  fifteen  minutes,  or  in  J^efHer's  alkaline  methylene-blue  solution 
one  to  twenty-four  hours. 

Wash  in  one  to  one -thousand  acetic  acid  solution  for  about  ten 
seconds. 

Treat  with  absolute  alcohol  by  pouring  the  alcohol  over  the  prepara- 
tion for  Um  to  twenty  seconds. 

Clear  with  xylol. 

Mount  in  balsam. 

When  celloidin  sections  are  stained  in  this  way  ninety-five  per  cent 
alcohol  should  be  substitutcnl  for  the  absolute.  A  number  of  other 
staining  solutions  may  be  used  in  the  same?  way,  aqueous  fuchsin  or 
aqueous  gentian-violet  yic^lding  good  result. 


»  For  details  of  such  work  reference  should  be  had  to  the  standard  textbooks  on 
pathological  technique,  notably  the  \'ery  excellent  one  of  Mallory  and  Wright. 
*  Loeffler,  Mitt.  a.  d.  kais.  ( lesundlieitsiinit,  ii.  18S4. 
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\icollc  advises  the  use  of  a  ten  per  cent  aqueous  solution  of  tannic 
acid  for  a  few  seconds  after  washing  with  the  acetic  acid.  This  fixes 
the  stain  and  prcvents  a  too  vigorous  decolorization  during  the  process 
of  (It hydration. 

Method  of  Staining  Guam-Positive  Bacteria  in  Tissue  Sections. 
-Vdloidin  Sectiotia, — After  fixing  section  to  the  slide  by  pressure  with 
a  filter  paper  or  by  ether  vapor,  cover  with  anilin-water  gentian-violet 
five  minutes. 

Pour  off  excess  of  stain  and  cover  with  Gram's  iodin  solution  for 
two  minutes. 

IX'colorize  with  ninety-five  per  cent  alcohol  until  no  more  color 
conici*  out. 

Stain  quickly  with  eosin-alcohol  (ninety-five  per  cent  alcohol  to 
which  enough  eosin  has  been  added  to  give  a  transparent  pink  color; 
alwut  1  :  15).  Clear  in  eosin-oil  of  origanum  (oil  of  origanum,  25  c.c. 
and  casin  alcohol,  as  a1x)vc,  al)Out  3  c.c). 

Blot  and  mount  in  balsam. 

Paraffin  Sections. — Stain  with  anilin-water  gentian-violet  five  to  ten 
minutes. 

Wash  in  water. 

Cover  with  Gram's  iodin  solution  one  minute. 

\Va.sh  in  water. 

DiH'olorize  with  absolute  alcohol  until  no  more  color  comes  out. 

Clear  in  xylol. 

Mount  in  balsam. 

Gram-\Vci(jirt  Mvthod} — (For  celloidin  sections.) — Stain  for  one-half 
hour  in  the  followuig  freshly  filtered  solution : 

Camiine   .'^-5  grams. 

Saturated  a<|ucou8  solution  of  lithium  carbonate. . . .  100  c.c. 

I)ehydrat<^'  in  ninety-five  \)qv  cent  alcohol. 

Stick  sc»ction  to  sliile  with  ether  vapor. 

Stain  in  anilin-water  gentian-violet  for  five  to  fifteen  minutes  (or 
ifl  a  saturated  solution  of  aqueous  crystal  violet  diluted  with  water 
one  to  t<*n,  five  to  fifteen  minutes). 

Wash  in  physiological  salt  solution. 

Cover  with  Gram's  iodin  solution  one  to  two  minutes. 

Wash  in  water  and  blot. 


»  Weigcri,  Fortschr.  d.  Metl.,  v,  18^7. 
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Decolorize  with  anilin  oil  until  no  more  color  comes  off. 

This  both  decolorizes  and  dehydrates. 

Treat  with  xylol.     Mount  in  balsam. 

Method  of  Staining  for  Tubercle  Bacilli  ii^  Sections. *— 
ParaJJin  Sections, — Stain  in  carbol-fuchsin  solution  hot  for  five  minutes 
(or  better  cold,  for  twenty-four  hours). 

Wash  in  water. 

Decolorize  and  countcrstain  in  Gabbet's  methylene-blue  sulphuric 
acid  mixture  for  one  minute. 

Wash  in  water. 

Dehydrate  in  absolute  alcohol. 

Clear  in  xylol. 

Mount  in  balsam. 

Celhidin  Sections.^ — Stain  lightly  in  alum  hematoxylin. 

Wash  in  water. 

Dehydrate  in  ninety-five  per  cent  alcohol. 

Attach  the  slide  l)y  ether  vapor. 

Stain  with  steaming  carbol-fuchsin  two  to  five  minutes. 

Wash  in  water. 

Wash  with  Orth's  acid  alcohol  (alcohol  ninety  per  cent.,  99  c.c; 
cone.  HCl,  1  c.c.)  one-half  to  one  minute. 

Wash  in  water  several  changes. 

Treat  with  ninety-five  per  cent  alcohol  until  red  color  is  entirely 
gone. 

Blot  and  cover  with  xylol  until  clear.     Mount  in  balsam. 

Method  of  Staining  Actinomyces  in  Sections. — MaUonfs  Methwf, 
— 1.  Stain  deeply  in  saturated  aqueous  eosin  ten  minutes. 

2.  Wash  in  water. 

3.  Anilin  gentian-violet  two  to  five  minutes. 

4.  Wash  in  normal  saline  solution. 

5.  W\ngert's  iodin  solution  (iodin  1,  KI  2,  and  water  100  parts) 
one  minute. 

6.  Wash  in  water  and  blot. 

7.  Clear  in  anilin  oil. 

8.  Xylol  several  changes. 

9.  Mount  in  balsam. 


1  Mallory  and  Wriyhl,  "  Pathol.  Tech./'  p.  413. 

» After  Mallory  and  Wright. 

3  Mallory  and  Wright,  "  Pathol.  Tech.,"  191)4. 


CHAPTER  VII 

THE  PREPARATION  OF  CULTURE  MEDIA 

GENERAL   TEOHNIQUE 

The  successful  cultivation  of  bacteria  upon  artificial  media  requires 
the  establishment  of  an  environment  which  shall  be  suitable  in  regard  to 
the  presence  of  assimilable  nutritive  material,  moisture,  and  osmotic 
relations.  These  requirements  are  fulfilled  in  the  composition  of  the 
nutrient  media  described  in  another  section,  media  which  are  to  some 
extent  varied  according  to  the  special  requirements  of  the  bacteria 
which  are  to  be  cultivated.  If  cultivation,  furthermore,  is  to  have  any 
value  for  scientific  study  of  individual  species,  it  is  necessary  to  ob- 
tain these  species  free  from  other  varieties  of  microorganisms,  that  is, 
in  pure  culture,  and  to  protect  such  cultures  continuously  from  con- 
tamination with  the  other  innumerable  species  which  are  everywhere 
present. 

The  technique  which  is  employed  for  these  purposes  has  been  gradu- 
ally evolved  from  the  methods  originally  devised  by  Pasteur,  Koch. 
Cohn,  and  others. 

Bacterial  cultivation  is  carried  out  in  glassware  of  varied  construc- 
tion, the  forms  most  commonly  employed  being  test  tubes  of  various 
sizes,  Erlenmeyer  flasks,  the  common  Florence  flasks,  and  Petri  dishes. 
All  glassware,  of  course,  must  be  thoroughly  cleansed  before  being  used. 

Preparation  of  Glassware. — The  cleansing  of  glassware  may  be  ac- 
complished by  any  one  of  a  number  of  methods.  New  glassware  may 
be  immersed  in  a  one  per  cent  solution  of  hydrochloric  or  nitric  acid  in 
order  to  remove  the  free  alkali  which  is  occasionally  present  on  such  glass. 
It  is  then  transferred  to  a  one  per  cent  sodium  hydrate  solution  for  a 
few  hours,  and  following  this  is  washed  in  hot  running  water. 

In  the  case  of  old  glassware  which  has  contained  culture  media, 
sterilization  in  the  autoclave  is  first  carried  out,  then  the  glassware  is 
boiled  in  five  per  cent  soda  solution  or  in  soapsuds.  After  this,  thorough 
mechanical  cleansing  is  practiced,  and  the  glassware  may  be  treated  by 
acid  and  alkali  followed  by  running  water,  as  given  above.  These  last 
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steps,  however,  are  not  essential,  thorough  washing  in  hot  water  after 
the  soapsuds  or  soda  solution  being  usually  sufficient  to  yield  good 
results.  Other  workers  have  recommended  immersion  of  the  glassware 
after  mechanical  cleansing  in  five  per  cent  to  ten  per  cent  potassium 
bichromate  solution  in  twenty-five  per  cent  sulphuric  acid.  This  is 
followed  by  thorough  washing  in  hot  running  water,  and  drying. 

Clean  flasks  and  test  tubes  are  then  stoppered  with  cotton,  which  has 
been  found  to  be  a  convenient  and  efficient  seal  against  the  bacteria 
of  the  air,  catching  them  in  the  meshes  of  the  fibers  as  in  a  filter.  The 
technique  of  the  stoppering  or  plugging  of  glass  receptacles  is  important, 


Fig.  15. — Florence  Flask. 


Fig.  16. — Erlenmeyer  Flask. 


in  that,  when  poorly  plugged,  sterility  is  not  safeguarded,  and  the  pur- 
pose of  culture  study  is  defeated. 

In  almost  all  laboratories  in  this  country  non-absorbent  cotton  or 
"  cotton  batting  "  is  used  for  the  plug.  In  a  few  of  the  German  labora- 
tories the  absorbent  variety  is  employed.  The  disadvantages  of  the 
latter,  especially  in  the  case  of  fluid  media,  are  obvious.  The  plugs 
should  fit  snugly,  but  not  so  tightly  that  force  is  necessary  to  remove 
them.  Care  should  be  taken,  furthermore,  that  no  creases  arc  left  be- 
tween the  surface  of  the  glass  and  the  periphery  of  the  plug;  for  these, 
if  present,  may  serve  as  channels  for  the  entrance  of  bacteria.  Fig. 
18,  accompanying,  will  illustrate  some  of  the  more  common  and  un- 
desirable defects  in  poorly  made  plugs.  The  plugging  itself  is  carried 
out  by  tearing  a  small  piece  of  cotton,  about  2X2  inches,  from  the  roll. 
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folding  over  one  of  its  comers,  and,  applying  the  smooth  end  of  a  glass 
rod  to  the  folded  portion,  gently  pushing  it  into  the  mouth  of  the  tube. 
After  plugging  and  before  media  are  introduced  into  the  tubes  and 
flasks,  these  should  be  sterilized.  This  is  best  done  in  one  of  the  ''  hot- 
air  sterilizers"  (see  Fig.  8,  p.  69),  by  exposing  the  tubes  for  one  hour 
to  a  temperature  of  150°  C.  If  greater  speed  is  desired  exposure  to  180® 
to  19(f  C.  for  half  an  hour  is  usually  safe.  If  by  mistake,  however,  the 
temperature  is  allowed  to  rise  above  200°  C,  a  browning  of  the  cotton 
phip  occurs  and  the  glassware  is  apt  to  be  stained  by  the  burning  of 
the  fat  and  other  organic  material  derived  from  the  cotton.    Petri  dishes 


Fig.  17. — Petri  Dish. 

after  cleansing  are  fitted  together  in  the  manner  shown  in   Fig.    17, 
and  are  sterilized  in  the  hot-air  chamber  at  150°  C.  for  one  hour. 
Glassware  so  prepared  is  ready  for  the  reception  of  media. 
In^jedMnts  of   Oultuie  Media. — The  food  requirements  of  bacteria 
have  been  discussed  in  another  section.     From  what  has  there  been 
said,  it  is  apparent  that  artificial  culture  media  must,  to  a  certain  extent, 
be  adjusted  to  the  peculiarities  of  individual  bacteria.    In  the  cases  of 
the  more  strictly  parasitic  microorganisms  growth  can  be  obtained  only 
by  the  most  rigid  observance  of  special  requirements.     For  the  large 
majority  of  pathogenic  bacteria,  however,  routine  or  standard  media 
may  be  employed,  which,  while  slightly  more  favorable  for  one  species 
than  for  another,  are  sufficiently  general  in  their  composition  to  per- 
mit the  growth  of  all  but  the  most  fastidious  varieties. 

The  basis  of  many  of  our  common  media  is  formed  by  the  soluble 
constituents  of  meat.  These  substances  arc  best  obtained  by  macerating 
500  grams  of  lean  beef  in  1,000  c.c.  of  distilled  water.    The  mixture  is 


116 


BIOLOGY  AND  TECHNIQUE 


allowed  to  infuse  in  the  ice  chest  over  night,  and  then  strained  through 
cheese-cloth.  To  this  infusion  are  added  the  other  required  constituents 
in  the  manner  given  in  the  detailed  instructions  below.  The  soluble 
constituents  of  meat,  however,  may  also  be  procured  in  a  simpler  way 

by  the  use  of  the  commercial  meat  extracts, 
such  as  that  of  Liebig.  These  extracts  are 
dissolved  in  quantities  of  five  grams  to  the 
liter,  and  other  constituents  arc  added  to 
this  nutrient  basis. 

Though  simpler  to  make,  the  meat-ex- 
tract media  arc  less  favorable  for  the  culti- 
vation of  the  more  delicate  organisms  than 
are  the  media  made  directly  from  fresh  meat. 
Nevertheless,  they  suffice  for  the  cultivation 
of  the  large  majority  of  the  more  saprophytic 
pathogenic  microorganisms  and  hold  an  im- 
portant place  in  laboratory  technique. 

The  ingredients  and  methods  used  in  va- 
rious laboratories  in  the  preparation  of  such 
standard  media  should  be,  as  much  as  pos- 
sible, uniform,  in  order  that  confusion  in  re- 
sults may  be  avoided;  for,  as  is  well  known, 
the  biological  characteristics  of  one  and  the 
same  bacterial  species  may  vary  considerably 
if  grown  on  media  differing  in  their  compo- 
sition. 

A  committee  of  the  American  Public 
Health  Association,*  appointed  in  1897  for 
the  sake  of  standardizing  the  methods  of  preparation  of  media,  recom- 
mended that  the  following  rules  should  govern  the  choice  of  ingredients: 

1.  Distilled  water  should  be  used  in  all  cases. 

2.  The  meat  used  should  be  fresh,  lean  beef  (when  veal  or  chicken 
is  substituted  the  change  should  be  stated). 

3.  The  popton  used  should  be  Witte's  pepton,  dry,  made  from  meat. 

4.  Only  C.  P.  NaCl  should  be  used. 

5.  P'or  alkalinizing  C.  P.  sodium  hydrate  should  be  used  in  normal 
solutions. 


\y 


b 


Ficj.  18.— Test  Tube  (a) 
incorrectly  stoppered;  (6) 
correctly  stoppered. 


1  Rep.  Com.  of   Amer.  Bact.  to  Com.  of    Amer.  X^ib*  Health  Afi9Q.  Meeting 
Philadelphia,  Sept.,  1897. 
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6.  For  acidification  C.  P.  hydrochloric  acid  in  normal  solution  xliould 
beuaed. 

7,  When  glycerin  Is  used,  thia  should  be  of  the  redistilled  variety. 
S.  The  agar-agar  employed  should  be  of  the  finest  grade  of  commer- 
cial thread  agar. 

9.  The  gelatin  should  be  the  commercial  sheet  gelatin  washed  as 
free  as  poasible  of  acid  and  impurities. 

10.  Chemicals  and  carbohydrates   which   are   used   should   be   as 
Dearly  chemically  pure  as  possible, 

Titrfttiim  of  Bledi*. — Next  in 
importance  to  the  actual  composi- 
tion of  nieflia  is  the  adjustment  of 
their  reaction.  Bacteria  are  highly 
susceptible  to  variations  in  the 
acidity  and  alkalinity  of  media, 
excessive  degress  of  either  may 
completely  inhibit  development  or 
moderate  variations  may  lead  to 
marked  modifications  of  cultural 
characteristics.  It  is  necessary, 
therefore,  to  adjust  the  reaction 
both  for  the  sake  of  favoring 
growth  and  in  order  to  insure  uni- 
formity of  growth  characters.  Thia 
is  avcomplishcd  by  titration  which 
is  Ijfst  carried  out  according  to  the 
n-commendations  of  the  committee 
mentioned  above. 

The  color  indicator  employed  for 
the  titration  is  a  five-tenths  per  cent 
solution  of  phenol phthaiein  in  fifty 
pt-r  cent  alcohol.  The  chief  advan> 
tagc  of  this  indicator  over  others  is 
due  to  the  fact  that  it  indicates  the 
prerience  of  organic  acid  and  acid 
compounds    in   its    reaction.     For 

actual  titration  ^  (^  normal)  solutions  of  sodium  hydrate  or  of  hy- 
drochloric acid  are  used.  Since  media  in  the  process  of  preparation 
are  usually  acid,  the  NaOH  solution  is  the  one  most  frequently  needed. 
Five  c.c.  of  the  medium  to  be  tested  is  measured  accurately  in  a  care- 


FiQ.  19. — Burette  fok  TrrMATiNO 
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fully  washed  pipette  and  transferred  into  ft  porcelain  evaporating 
To  this  are  added  45  c.c.  of  distilled  water.  The  mixture  is  thoroughly 
boiled  for  three  ininuteH  over  u  fi'ec  flame.  The  boiling  tlrivea  ofT  C0», 
giving  the  true  neutral  point,  anti  approximates  the  conditions  prevailing 
dunng  the  further  sterilization  of 
the  medium  from  which  the  5  f.e. 
have  been  taken.  After  boiling,  1 
v.e.  of  the  phenol phthalein  is  added. 
If  the  medium  is  acid,  no  color  ia 
present;  if  alkaline,  a  pink  or  red 
color  appears.  The  ^e  ^^ii^i  or 
acid  solution  is  allowed  to  drop 
into  the  dish  from  a  graduated 
burette.  When  the  neutral  point 
is  approached  in  an  acid  solution, 
each  drop  of  sodium  hydrate  added 
bi-ingB  forth  at  first  a  deep  red, 
whit^h,  however,  upon  slight  stir- 
ring with  a  clean  rod,  completely 
disappears.'  The  end  reaction  is 
reacheti  when  a  faint  but  clear  luid 
distinct  pink  color  remains  in  the 
fluid  after  stirring. 

When  titrating  alkaline  media, 
the  addition  of  the  phenol  phthalein 
produces  a  red  color  in  the  hot 
medium  which  gradually  fades  upon 
the  addition  of  /*„  HCl,  becoming 
colorless  at  the  end  point  of  titration.  Titration  should  be  dona 
quickly  and  in  a  hot  solution.  From  the  result  of  the  titration  the 
computation  for  the  neutralization  of  the  entire  bulk  of  the  medium 
can  be  made  by  a  simple  arithmetical  process  as  illustrated  in  the 
following  example: 

Let  ua  suppose  that  we  have  used: 


Fic.  20.— Til 


■.  of  the  medium. 


then  2.5  c.c.  of  ^   NaOH  will  neutralize 

and    25  c.c.  of   ^  NaOIl  will  neutralize  1,000  c 


'  Sec  Htandani  textbooks  on  volumetric  analysis. 


,  or  one  liter.  ^M 
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The  adjustment  of  the  reaction  of  media  is  largely  determined  by  the 
particular  uses  for  which  the  media  are  designed.  For  examinations  in 
the  practice  of  sanitation,  such  as  analyses  of  water,  ice,  and  milk,  etc., 
the  American  Public  Health  Association  recommends  a  standard  reac- 
tion of  +  1  per  cent  (the  plus  sign  is  used  to  indicate  acidity,  the  minus 
alkalinity;  -f  1  per  cent  is  the  expression  used  to  indicate  that  one  per 
per  cent  of  ^  sodium  hydrate  solution  would  be  required  to  neutralize 
tke  medium  or  10  c.c.  to  the  liter).  For  general  work  with  pathogenic 
l>aeteria,  the  most  favorable  reaction  for  routine  media  is  slight  alka- 
linity, neutrality,  or  an  acidity  not  exceeding  -f  1  per  cent. 

Methods  of   Clearing   Media. — Clearing  with  Eggs. — When  culture 
media  are  prepared  from  substances  containing  no  coagulable  proteid, 
it  is  oft^'n  necessar>',  for  purposes  of  clearing,  to  add  the  whites  of  eggs, 
and  then  to  heat  for  forty-five  min- 
utes in  the  Arnold   st(*rilizer.      In 
the  following  detailed  descriptions, 
the  direction  "clear  with  egg"  has 
been  given  w^henevcr  such  a  step  is 
deemed  necessary.    The  exact  tech- 
nique   of    such   a   procedure   is  as 
follows : 

In  a  small  pot  or  pan,  the 
whites  of  several  eggs  (one  or  two 
eggs  to  each  liter  of  medium)  are 
beaten  up  thoroughly  with  a  little 
water  (20  c.c).  This  egg  white  is 
then  poured  into  the  medium, 
which,  if  hot,  as  in  the  case  of 
melted  agar  or  gelatin,  must  first 
be  cooletl  to  about  50°  to  55°  C. 
The  mixture  is  then  thoroughly 
.shaken  and  steamed  in  the  Arnold 
sterilizer  for  thirty  minutes.  At 
the  end  of  this  time  the  flask  con- 
taining the  medium  is  removed  from 
the  sterilizer  and  thoroughly  shaken 

so  as  completely  to  break  up  the  coagulum  which  has  formed.  It  is 
then  replaced  and  allowed  to  steam  for  another  fifteen  minutes.  At 
the  end  of  this  time  the  medium  between  the  coagula  should  be  clear. 
It  is  now  ready  for  filtration  through  cotton. 


a 


Fig.  21. — Media  in  Tubes:  a,  broth; 
6,  agar  slant;  c,  potato. 
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Filtering  Media  through  Cotton. — ^The  filtration  of  media  aft^r 
clearing,  either  by  the  addition  of  e^^  or  by  the  coagulation  of  the  pro- 
teida  originally  contained  in  it,  is  best  done  through  absorbent  cotton. 
A  small  spiral,  improvised  of  copper  wire,  is  placed  as  a  support  in  the 

bottom  of  a  large  glass  funnel.    A  square  piece  of  absorbent  cotton  is 


thon  split  horiznnta'lv,  giving  two  squares  of  equal  size.  Ragged  edges 
tind  incisiiri'S  shn\U(l  hi:  sivoidcd,  Thtise  two  layers  of  cotton  are  then 
placed  in  the  fuiitici,  one  piece  above  the  other  in  such  a  way  that  the 
direction  of  the  fibcra  of  the  two  layers  is  at  right  angles  one  to  the  other. 
They  are  then  gently  depn-sticd  into  the  filter  with  the  closed  fist.    The 
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if  the  cotton  are  made  to  adhere  to  the  sides  of  the  funnel  by 
ig  a  thin  stream  of  tap  water  to  nin  over  them,  while  smoothing 
igainst  the  glass  with  the  hand. 

;  medium,  when  poured  into  such  a  filter,  should  be  poured  along 
rod  at  first,  to  avoid  running  down  the  sides  or  bursting  the  filter. 
iltration  has  begun,  the  filter  should 
t  as  full  aa  possible.  The  first  liter 
Udi  comeB  through  may  not  be  clear, 
r  gains  in  eSici^icy  as  the  coag- 
I  into  the  fibers  of  the  cotton, 
i  jvoH  may  be  sent  through  a 
Filtration  of  agar  or  gelatin  is 
li'fa  ft  warm  room  with  windows 
d  the  filter  covered  with 
1  too  rapid  cooling.  The  funnel 
I'be  warmed  just  before  use. 
f  trough  Paper. — Many  media 
f_  offldeAtly  cleared  by  filtration 
B  filter  paper  without  the  aid  of 

t*«(  KMlia. — Most  of  the  media 
(tit  in  Um  foregoing  section  are  used 
:  tnbea.  In  order  to  fill  these  tubes, 
dk  we  best  poured  into  a  large  glass 
tolrtlich  a  g^ass  discharging  tube  has 
llted  by  means  of  a  short  piece  of 

fabiiig  (see  Fig.  20).      Upon  this  is 
4  thumb  cock.     The  plug  is  then  rc- 

fcotn  the  test  tube  by  catching  it  be- 
the  nnall  and  ring  fingers  of  the  right 
tod  the  glass  outlet  is  thruat  <leeply 
te  test  tube,  in  order  to  prevent  the 
n  from  touching  the  upper  portion 
1  test  tube  where  the  cotton  plug 
!  lodged.  About  7  to  S  c.c.  is  put  in  each  teat  tube, 
liliiation  of  Kfedia.— A.v  Hent. — Media  which  contain  neither 
,  gelatin,  glycerin,  nor  animal  scrum  may  be  sterilized  in  the  auto- 
it  fifteen  pounds  pressure  for  fifteen  minutes  to  half  an  hour, 
which  contain  these  or  other  substances  subject  to  injury  from 
Th  temperature,  must  be  sterilizttd  by  the  fractional  method, 
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i.e.,  by  twenty  minutes'  exposure  in  the  live  steam  sterilizer  (Arnold, 
Fig.  9,  p.  70)  on  each  of  three  consecutive  days.  During  the  intervals 
between  sterilizations,  they  should  be  kept  at  room  temperature  or  in  the 
incubator,  to  permit  the  germination  of  spores  which  may  be  present. 
Media  containing  animal  serum  or  other  albuminous  solutions  which 
are  to  be  sterilized  without  coagulation,  may  be  sterilized  in  wate 
baths,  or  in  hot-air  chambers  (Fig.  10,  p.  ?1),  at  temperatures  vaiying 


^^^^^^^^^L_<>^9^^^^^H 


Fio.  24. — Reichel  Filter. 

from  GO"  to  70°  C,  by  the  fractional  method.     In  such  cases  five  or 
six  expoHuros  of  ono  hour  on  succeeding  days  should  be  employed. 

Bif  FUimtion. — It  is  often  desirable  in  bacteriological  work  to  free 
fluid  from  bautciia.  This  is  frequently  necessary  for  the  sterilization 
of  blood-serum  or  exudate  fluids,  or  for  obtaining  toxins  free  from  bac- 
tcriii.  l''or  tliose  purposes  a  large  variety  of  filters  are  in  use.  Those 
most  commonly  omploye<l  are  of  the  Chamberland'  or  Berkefeld  type, 
which  consist  of  hollow  candle.s  made  of  imglazed  porcelain  or  dia- 
tomaccous  earth.  Both  these  types  are  made  in  various  grades  of  fine- 
ness, upon  which  depend  both  the  speed  of  filtration  and  the  efficiency. 
They  aro  made  in  various  forma  and  models,  some  of  which  are  shown 

■  Patlewr  and  Chambtriand,  Compt.  rend,  de  I'acad.  dea  Bci.,  1S84. 
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accompoDying  figures.  In  most  of  the  methods  of  filtration 
ily  employed  the  fluid  which  is  to  be  filtered  is  sucked  through 
.8  of  the  fiiter,  either  by  a  hand  suction-pump  or  by  some  form 
jm-pump  attached  to  an  ordinary  water-tap. 
hollow  candle-fitter  may  either  be  firmly  fitted  into  a  cylin- 
tas8  chimney  and  surrounded  by  the 
lich  is  to  be  filtered,  or  else  the  candle 
;  connected  to  the  collecting  flask 
erile  rubber  tubing  and  suspended 
1  the  fluid.  Perfect  filters  of  these 
fin  hold  back  any  of  the  bacteria 
to  us  at  present. 

m  before  use  must  be  sterilized. 
mdkm  themselves  are  subjected  to 
ik  tlie  hot-air  sterilizer  for  one  hour. 
iMlie  and  washers  necessary  for 
vp  the  apparatus  may  be  sterilized 
Bg,  In  order  that  filters  may  be  rc- 
Y  used  with  good  result,  it  is  noccs- 
Kt  they  should  be  carefully  cleaned 
me  to  time.  Thb  is  best  done  in  the 
igway: 

en  through  which  fluids  from  living 
I  have  passed  are  first  steriliu'd  in 
aold  steam  sterilizer.     Their  exterior 

carefully  cleaned  with  a  fino  brush. 
ng  this  a  five-tenths  ]>cr  cent  solu- 

potassium  permanganate  is  pa.sscd 
1  them  and  this  again  rcmovwl  by 
;  through  a  five  per  cent  solution  of 
it<>  of  soda.  This  last  is  washed  out 
ding  a  considerable  quantity  of  dis- 
-•aU^r  through  the  filter,  which   is  then  diied  and  sterilized    by 


Fm.  25.~KiTAaATO  Filter. 


suction  necessary  for  fjltrntinn  through  these  filters  is  usually 
by  means  of  the  onlinarj-  suet  ion -pump  attached  to  a  running 


iting  of  Media. — Solid  media  which  are  to  he  used  in  slanted  form 
tubes  should  be  inclined  on  a  It-dge  (easily  improvised  of  glass 
at  the  proper  slant,  after  the  last  sterilization.    Agar,  the  medium 
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most  frequeatly  employed  in  this  way,  should  be  left  in  this  poaition 
for  two  or  three  days.     (See  Fig.  21,  b.) 


AOTUAL    STXPS    IN    THK    PESPARATIOK    OT    KUTRIENT    MEDU 


Knth.—Meal  Extract  Broth.— 1.  To  1,000  c.c.  of  distilled  or  clear 
tap  water  add  5  gms.  Liebig's  meat  extract,  10  gms.  Witte's  pepton, 
and  5  gms,  common  salt  (NaCl), 

2.  Weigh  solution  with  containing 
vessel  (any  suitable  agate-ware  vessel 
or  glass  flask  will  do). 

3.  Heat  over  free  flame  until  thor- 
oughly dissolved,  stirring  constantly. 

4.  Weigh  again  and  make  up  loss 
by  evaporation. 

5.  Determine  volume. 

6.  Titrate  and  adjust  to  required 
reaction,  heating  over  free  flame  for 
five  minutes. 

7.  Filter  through  paper  until  clear. 

8.  Sterilize. 
If  medium  can  not  be  cleared  by 

filtering  through  paper,  clearing  by 
white  of  egg  may  be  resorted  to  and 
the  medium  filtered  through  cotton. 

Meat  Infusion  Broth. — 1.  Infu.se 
500  gms.'  of  lean  meat,  twelve  to 
twenty-four  hours,  with  1,000  c.c.  of 
distilli'd  water  in  refrigerator. 

2.  Strain  through  wet  cotton  flan- 
nel or  wet  cheese-cloth  and  make  up 
volume  to  1,000  c.c. 

3.  Add  5  gms.  common  salt  and 
10  gms.  Witte's  pepton. 

4.  Weigh  with  containing  vessel. 

5.  Warm  over  flame  or  water  bath,  stirring  until  pepton  is  dissolved, 
not  allowing  temperature  to  rise  above  50°  C. 

6.  Determine  volume. 

'  Roughly,  I  pound  (1]  lb.). 
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I 

(  7.  Titrate  and  adjust  reaction  to  neutral. 

I  S.  Heat  in  Arnold  sterilizer  for  thirty  minutes;   shake  or  stir  well 

I       and  heat  again  for  fifteen  minutes. 

9.  Determine  weight  and  restore  loss  by  evaporation. 

JO.  Determine  volume,  titrate,  and  adjust  reaction  to  desired  point 
(usually  one  per  cent  acid). 

11.  Heat  again  for  five  minutes  if  adjustment  of  reaction  has  been 
necessary.* 

12.  Filter  through  absorbent  cotton,  passing  the  filtrate  through 
the  same  filter  until  clear. 

13.  Titrate  and  record  the  final  reaction. 

Place  in  cotton-plugged  sterile  fiasks  or  plugged  sterile  test  tubes, 
and  sterilize  for  thirty  minutes  in  the  Amokl  sterilizer  on  three  suc- 
cessive days,  leaving  at  room  temperature  in  the  intervals. 

Sugar-Free  Broth, — 1.  Make  1  liter  of  meat  infusion  broth,  following 
steps  1,  2,  3,  4,  5,  6,  7,  and  8';  then  filter  through  thin  cotton  filter  to 
remove  gross  particles — total  clearing  is  not  necessar>'. 

2.  Put  the  broth  in  a  flask  and  cool.  Then  add  10  c.c.  of  a  twenty- 
four-hour  broth  culture  of  B.  coli  communis. 

3.  Place  the  flask,  stoppered  with  cotton,  in  the  incubator  at  37°  C. 
for  eightei»n  hours.  (The  bacteria  will  ferment  and  thus  destroy  any 
sugar  [monosaccharid]  which  may  be  present  in  the  broth,  and  thus 
render  the  broth  sugar-fi-ee  and  acid.) 

4.  Heat  thoroughly  to  kill  the  bacteria. 

5.  Determine  weight  and  bring  to  1,015  gms.  Then  determine 
volume  and  titrate,  and  adjust  to  neutral.    Heat  thoroughly  again. 

6.  Filter  through  filter  paper  until  clear. 

7.  The  pure  sugars,  dextrose,  lactose,  saccliaros(»,  etc.,  are  then  added 
to  separate  portions  (250  c.c.)  of  the  broth  in  the  projX)rtion  of  one 
p^-r  cent. 

S.  When  the  sugars  are  dissolved,  tube  the  l)roth  immediately  in 
fermentation  tubes,  and  sterilize*  by  discontinuous  sterilizatirm,  never 
heating  over  tw(»nty  minutes  at  a  time,  as  heat  tends  to  destroy  or 
change  the  sugars. 

Gbfcerin  Broth. — ^To  ordinary',  slightly  acid  or  neutral  meat  infu.sion 
broth,  add  six  per  cent  of  C.  P.  glycerin.    Sterilize  ])y  fractional  methcKJ. 


»  Media  become  more  acid  on  ^>oiling.  i»mbahly  lK*ciiii«<*  of  a  drinrif;  oul  of  CX^^, 
and  a  second  titration  therefort»  Ix'comos  nooessan'. 

'These  steps  refer  to  the  rnjnilar  diroctioa**  for  making;  infasion  broth.  r>nc 
liter  of  previously  made  infusion  broth  may  (jc  used  instead. 
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Calcium  Carbonate  Broth. — ^This  medium  is  designed  for  obtaining 
mass  cultures  of  pneumococcus  or  streptococcus  for  purposes  of  im- 
munization or  agglutination. 

To  100  c.c.  of  meat  infusion  broth  in  small  flasks,  add  one  per  cent 
of  powdered  calcium  carbonate,  and  one  per  cent  of  glucose.  It  is  a 
wise  precaution  to  sterilize  the  dried  calcium  carbonate  in  the  hot-air 
chamber  before  using.  Small  pieces  of  marble  may  be  used  as  sug- 
gested by  Bolduan. 

PeptonSaU Solution  (Dunham's  solution): 

1.  Distilled  water 1,000  c.c. 

Pepton  (Witte) 10  gms. 

Naa 5    " 

2.  Heat  until  ingredients  are  thoroughly  dissolved. 

3.  Filter  through  filter  paper  until  perfectly  clear. 

4.  Tube  twenty-five  tubes,  and  store  remainder  in  250  c.c.  flasks. 
Sterilize  by  discontinuous  method. 

Nitrate  Soluiion. — 

1.  Distilled  w-ater 1,000      c.c. 

Pepton 1      gm. 

Potassium  nitrate 0.2   " 

2.  Heat  until  ingredients  are  thoroughly  dissolved. 

3.  Filter  through  filter  paper  until  perfectly  clear. 

4.  Tube  twenty-five  tubes,  and  store  remainder  in  250  c.c.  flasks. 
Sterilize  by  discontinuous  sterilization. 
UschinshfsProteid-Free  Medium.^ — ^To  one  liter  of  distilled  water  add: 

Asparagin 3.4  grams. 

Ammonium  lactate 10  ** 

Sodium  chloride 5  *' 

Magnesium  sulphate 0.2      '* 

('alcium  chloride 0.1       '* 

Potassium  phosphate 1.0      " 

When  these  substances  are  thoroughly  dissolved,  add  40  c.c.  of  glycerin 
Tube  and  sterilize. 

Oelatin. — Meal-Extract  Gelatin. — 1.  To  1,000  c.c.  of  distilled  water 
add  Lie!)ig\s  extract  5  gms.,  pepton  10  gms.,  NaCl  5  gms.,  and  120 
gms.  of  the  finest  French  sheet  gelatin.* 

'  UHchimky,  Cent.  f.  Bakt.,  1.  xiv,  1S93. 

'The  acidity  and  consist<»nce  of  the  different  commercial  gelatins  vary  con- 
siderably and  care  should  be  taken  in  selecting  a  uniform  and  suitable  brand,  such  as 
Hesterberg's  gold  lal>el  gelatin.  It  is  advisable,  when  working  during  the  summer 
or  in  hot  climates,  to  add  130  instead  of  120  grams. 
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2.  Weigh  with  containing  vessel. 

3.  Dissolve  by  warming. 

4.  Adjust  weight,  determine  volume,  titrate,  and  adjust  reaction. 

5.  Cool  to  60°  C,  add  whites  of  two  eggs,  and  stir  thoroughly. 

6.  Heat  for  thirty  minutes,  stir  thoroughly,  and  heat  for  fifteen 
minuu?s. 

7.  Adjust  weight.  • 
S.  Filt<jr  through  cotton. 

9.  Sterilize. 

Mtid-lnfusion  Gelatin, — 1.  Infuse  500  gms.  lean  meat  twelve  to 
twenty-four  hours  with  1,000  c.c.  of  distilled  water  in  refrigt^rator. 

2.  Strain  through  wet  cotton  flannel  or  wet  cheese-cloth  and  make 
up  volume  to  1,000  c.c. 

3.  Add  5  gms.  common  salt,  10  gms.  Witte's  pepton,  and  120  gms. 
of  tlic  finest  French  sheet  gelatin. 

I.  Weigh  with  containing  vessel. 

').  Warm  over  flame  or  water  bath,  stirring  till  pepton  and  gelatin 
are  dissolved  and  not  allowing  temperature  to  rise  above  50°  C. 

0.  Determine  volume. 

7.  Titrate  and  adjust  reaction  to  neutral. 

N.  Heat  in  Arnold  sterilizer  for  thirty  minutes;  shake  or  stir  well 
and  heat  again  for  fifteen  minutes. 

9.  Determine  weight  and  restore  loss  by  evaporation. 

10.  Determine  volume,  titrate,  and  adjust  reaction  to  desired  point, 
if  necessary  (one  per  cent  acid) . 

II.  Heat  five  minutes  over  free  flame,  constantly  stirring,  if  ad- 
ju^stnient  of  reaction  has  Ix^en  necessary. 

12.  Filter  through  absorbc»nt  cotton,  passing  the  filtrate  through 
the  mmc  filter  until  clear. 

13.  Titrate  and  record  the  final  reaction. 

Place  gelatin  in  cotton -plugged  sterile  250  c.c.  flasks  or  about  S  c.c. 
in  pluggeil  sterile  test  tubes  and  sterilize  for  thirty  minutes  in  the  Arnold 
.^erilizer  on  three  successive  days,  leaving  at  room  temperature  in  the  in- 
t<'rvals.  Never  heat  the  gelatin  for  longer  than  is  necessary  to  comply 
with  directions,  or  it  may  not  be  solid  enough  for  use.  With  some 
brands  of  gelatin  it  may  be  necessary  to  add  thirteen  per  cent  in  order 
to  obtain  sufficient  stiffness. 

Agir. — Meat-Extract  Agar.— I,  To  1,000  c.c.  of  distilled  water  (or 
tap  water)  add  15  gms.  of  thread  agar,  10  gms.  of  Witte's  pepton,  and 
0  gms.  of  Liebig's  meat  extract,  and  5  gms.  of  common  salt. 
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2.  Weigh  with  containing  vessel. 

3.  Heat  over  free  flame  until  agar  is  dissolved,  thirty  to  forty-five 
minutes.  (Great  care  should  be  exercised  in  determining  that  agar  is 
completely  in  solution.) 

4.  Determine  weight  and  make  up  loss  by  evaporation. 

5.  Detennine  volume,  titrate,  and  adjust  to  desired  reaction. 

6.  Cool  to  60°  C. 

7.  Add  whites  of  two  eggs  and  stir  thoroughly. 

8.  Heat  in  Arnold  sterilizer  thirty  minutes,  stir,  and  reheat  fifteen 
minutes. 

9.  Weigh  and  make  up  loss  by  evaporation. 

10.  Determine  volume,  titrate,  and  correct  reaction  if  necessar}^^ 

11.  Heat  for  five  minutes,  if  reaction  is  corrected. 

12.  Filter  through  cotton,  tube,  and  sterilize. 

Meat-Infusion  Agar? — (A)  1.  Infuse  500  gms.  lean  meat  twelve  to 
twenty-four  hours  in  500  c.c.  of  distilled  water  in  refrigerator. 

2.  Strain  through  wet  cotton  flannel  or  wet  cheese-cloth,  and  make 
up  volume  to  500  c.c. 

3.  Add  10  gms.  of  Wittc's  pepton  and  5  gms.  of  common  salt. 

4.  Weigh  solution  and  containing  vessel. 

5.  Warm  over  free  flame  or  water  bath  till  pepton  and  salt  are  dis- 
solved, not  allowing  temperature  to  rise  above  50°  C. 

6.  Determine  volume,  titrate,  and  neutralize. 

(B)  7.  Add  15  gms.  of  thread  agar  to  600  c.c.  of  distilled  wat<^r  and 
boil  over  free  flame  for  thirty  to  forty-five  minutes,  watching  and  stirring 
constantly  till  agar  is  completely  dissolved.  This  will  lose  weight  by 
evaporation;   final  weight  should  be  515  gms. 

8.  Cool  this  to  about  60°  C. 

(C)  0.  Then  to  the  solution  A  of  meat  infusion  (at  50°  C.)  add  the 
solution  B  of  agar  (at  00°  C). 

10.  Heat  for  thirty  minutes  in  Arnold  sterilizer.  Shake  or  stir 
thoroughly,  and  heat  fifteen  minutes  more.  Adjust  weight  by  adding 
water. 

11.  Determine  volume,  titrate,  and  adjust  reaction  to  plus  one  per 
cent  acid  or  any  dc^sired  reaction. 

12.  Boil  for  two  minut^^s  over  free  flame,  constantly  stirring. 

»  While  titrating,  care  should  be  taken  that  medium  does  not  solidify  along  sides 
of  vessel.    Agar  may  be  made  more  quickly  and  successfully  in  autoclave. 

2  Glycerin  agar  is  made  by  adding  6  per  cent  of  C.  P.  glycerin  to  meat-extract 
or  meat-infusion  agar. 
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13.  Filter  through  absorbent  cotton,  passing  the  filtrate  through  the 
sam  filter  until  clear. 

14.  Titrate  and  record  final  reaction. 

Place  agar  in  cotton-plugged  sterile  flasks  or  plugged  sterile  test 
tubes  and  sterilize  for  thirty  minutes  on  three  successive  days. 

Ladose'LitmttS'Agar  (Wurtz). — 1.  Put  1,500  c.c.  distilled  water  in 
previously  weighed  agate-ware  vessel. 

2.  Add  15  gms.  thread  agar  and  boil  over  free  flame  for  thirty  to 
forty-five  minutes,  watching  and  stirring  constantly  till  the  agar  is 
completely  dissolved. 

3.  Add  5  gms.  Liebig's  extract  of  meat,  5  gms.  NaCl,  10  gms.  Witte's 
pepton,  and  dissolve  completely. 

4.  Restore  loss  by  evaporation  to  1,035  gms. 

5.  Determine  volume,  titrate,  and  adjust  reaction  to  one  per  cent 
acid. 

6.  Place  in  a  flask  and  cool  to  60°  C. 

7.  Add  the  whites  of  two  eggs  beaten  up  in  50  c.c.  of  water  and  mix 
thoroughly. 

8.  Heat  for  thirty  minutes  in  Arnold  sterilizer,  shake  thoroughly, 
and  heat  again  for  fifteen  minutes. 

9.  Adjust  weight. 

10.  Filter  through  absorbent  cotton  to  clear. 

11.  Add  two  per  cent  pure  lactose  (milk  sugar).* 

12.  Add  enough  pure  five  per  cent  litmus  solution '  to  bring  to 
purple  color  when  cold. 

13.  Tube  and  sterilize. 

Wdch*8  Modification  of  GuamierVs  Medium? — ^This  medium  is  made 
on  a  meat-infusion  basis,  according  to  the  directions  given  for  the  prep- 
aration of  meat-infusion  agar.  It  contains  5  grams  of  agar,  80  grams  of 
gelatin,  5  grams  of  NaCl,  and  10  grams  of  pepton  to  one  liter.    It  should 


'  Add  iacto6e  and  litmus  to  250  c.c.  for  25  tubes;   keep  the  remainder,  with- 
out lactose,  stored  in  small  sterile  flasks  for  further  use. 

'  The  litmus  solutions  used  in  the  preparation  of  media  are  best  made  up  as  fol- 
lows: Litmus  in  substance — Merck's  purified,  or  Kaulbaum's — is  dissolved  in  water 
to  the  extent  of  5  per  cent.  The  solution  is  made  by  heating  in  an  Arnold  sterilizer 
for  about  one  to  two  hours,  shaking  occasionally.  The  solution  is  then  filtered  through 
paper  and  sterilized.    It  should  be  kept  sterile,  as  molds  will  grow  in  it  otherwise. 

A  standard  litmus  solution,  which  is  marketed  for  laboratory  purposes,  known 
as  "  Kubel  and  Thiemann's  ''  solution,  may  be  used. 

*  Welch,  Bull,  ^ohns  Hopkins  Hosp, 
9 
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be  adjusted  to  a  neutral  reaction.    It  is  used  for  stab  cultures  and  is 
designed  chiefly  for  pneumococcus  cultivation  and  storage. 

Domett  Egg  Medium. — This  medium  is  chiefly  useful  for  the  culti- 
vation of  tubercle  bacilli. 

1.  Carefully  break  eggs  and  drop  the  contents  into  a  wide-mouthed 
flask.  Break  up  the  yolk  with  a  sterile  platinum  wire,  and  shake  up 
the  flask  until  the  whites  and  yolks  are  thoroughly  mixed. 

2.  Add  25  c.c.  of  distilled  water  to  every  four  eggs;  strain  through 
sterile  cloth. 

3.  Pour  10  c.c.  each  into  sterile  test  tubes  and  slant  in  an  inspissa- 
tor  and  expose  to  .73°  C.  for  four  to  five  hours  on  two  days. 

4.  On  the  third  day,  raise  the  temperature  to  76®  C. 

5.  The  sterilization  may  be  finished  by  a  single  exposure  to  100° 
C.  in  the  Arnold  sterilizer  for  fifteen  minutes.  Before  inoculation,  add 
two  or  three  drops  of  sterile  water  to  each  tube. 

Potato  Media. — Large  potatoes  are  selected,  carefully  washed  in 
hot  water,  and  scrubbed  with  a  nail  brush.  They  are  then  peeled, 
considerably  more  than  the  cuticle  being  removed.  The  peeled  potatoes 
are  again  washed  in  running  water  for  a  short  time,  following  which 
cylindrical  pieces  arc  removed  from  them  with  a  large  apple  corer.  The 
cylinders  are  cut  into  wedges  by  oblique  cuts. 

Since  the  reaction  of  the  potato  is  normally  acid,  this  should  be  cor- 
rected by  washing  the  pieces  in  running  water  over  night,  or,  better, 
by  immersing  them  in  a  one  per  cent  solution  of  sodium  carbonate  for 
half  an  hour. 

The  pieces  are  then  inserted  into  the  large  variety  of  test  tubes 
known  as  "potato  tubes/'  (See  Fig.  21,  c.)  In  the  bottom  of  the 
tul)e8  a  small  aniout  of  water  (about  1  c.c.)  or  a  small  quantity  of 
moist  absorbent  cotton  should  be  placed  in  order  to  retard  drying  out 
of  the  potato.  The  tubes  are  sterilized  by  fractional  sterilization, 
twenty  minutes  to  half  an  hour  in  the  Arnold  steriliser  on  three 
successive  days. 

Glycerin  Potato. — In  preparing  glyc.erin  potato  the  potato  wedges 
arc  treated  as  above,  and  are  then  soaked  in  a  ten  to  twenty-five  per 
cent  aqueous  glycerin  solution  for  one  to  three  hours.  A  small  quantity 
of  a  ten  per  cent  glycerin  solution  should  be  left  in  the  tubes.  In  steril- 
izing these  tubes,  thirty  minutes  a  day  in  the  Arnold  after  heating  of 
the  sterilizer  should  be  regarded  as  sufficient,  to  avoid  changes  in  the 
glycerin. 

Milk  Media. — Fresh  milk  is  procured  and  is  heated  in  a  flask  for 
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^  fifiocn  minutes  in  an  Arnold  sterilizer.  It  is  then  set  away  in  the  ice 
cht^t  for  al)Out  twelve  hours  in  order  to  allow  the  cream  to  rise.  Milk 
and  cream  are  then  separated  by  siphoning  the  milk  into  another 
flask.  It  is  rarely  necessary  to  adjust  the  reaction  of  milk  prepared  in 
this  way,  since,  if  acid  at  all,  it  is  usually  but  slightly  so.  If,  however, 
it  should  prove  more  than  1.5  per  cent  acid,  it  should  be  discarded 
or  neutralized  with  sodium  hydrate.  The  milk  may  then  l>e  poured 
into  test  tubes  without  further  additions,  or  litmus  solution  may  be 
a(l«le<l  in  a  quantity  sufficient  to  give  a  purplish  blue  color.  The 
tubes  arc  sterilized  by  fractional  sterilization  in  the  Arnold  sterilizer  for 
thirty  minutes  on  three  successive  days. 

Semm  Media. — Loeffler's  Medium, — Beef  blood  is  collected  at  the 
slaughter  house  in  high  cylindrical  jars  holding  two  quarts  or  more. 
While  absolute  sterility  in  getting  such  blood  can  not  usually  be  as- 
sured, it  is  desirable  that  attempts  should  be  made  to  avoid 
cuntamination  as  much  as  is  feasible  by  previously  sterilizing  the 
jars,  keeping  them  covered,  and  exercising  care  in  the  collection  of 
the  blood. 

The  blood  is  allowed  to  coagulate  in  the  jars,  and  should  not  be 
moved  from  the  slaughter  house  until  coagulated.  All  unnecessary 
shaking  of  jars  should  be  avoided.  As  soon  as  the  coagulum  is  fully 
formed,  adhesions  between  the  clot  and  the  sides  of  the  jar  should  be 
caii'fully  separated  with  a  sterile  glass  rod  or  wire.  The  jars  are  then 
set  away  in  the  ice  chest  for  twenty-four  to  thirty-six  hours,  to  allow  the 
seruni  to  separate  from  the  clot.  At  the  end  of  this  time  clear  serum  will 
be  found  over  the  top  of  the  clot,  and  between  the  clot  and  the  jar, 
and  this  should  be  pipetted  off,  preferably  with  a  large  pipette  of  50 
to  100  c.c.  capacity,  or  siphoned  off  with  sterile  glass  tubing,  and  trans- 
ferred to  sterile  flasks.  If,  by  accident  or  through  carelessness,  many  red 
pelb  have  been  taken  off  with  the  serum,  the  flasks  may  again  be  set 
away  in  the  ice  chest  to  permit  settling  out  of  the  corpuscles,  when  the 
»mm  is  again  siphoned  off. 

To  three  parts  of  the  clear  serum  is  then  added  one  part  of  a  one 
per  cent  glucose  beef  infusion  or  veal  infusion  bouillon.  The  mixture  is 
filiod  into  tubes,  preferably  the  short  test  tubes  commonly  used  for 
diagnostic  diphtheria  cultures.  The  tubes  are  then  placed  in  a  slanting 
position  in  the  apparatus  known  as  an  inspissator  (seep.  71).  ThLs  is 
a  double-walled  copper  box  covered  by  a  glass  lid,  cased  in  asbestos, 
and  surrounded  by  a  water  jacket.  It  is  heated  below  by  a  Bunsen 
flame.    Together  with  the  tubes  a  small  open  vessel  containing  water 
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should  be  placed  in  the  inspissator  to  insure  sufficient  moisture.    The 
temperature  of  the  inspissator  is  now  raised  to  70°-75°  C,  care  being 
taken  that  the  rise  of  temperature  takes  place  slowly.    The  temperature 
is  maintained  at  this  point  for  two  hours,  and  the  process  is  repeated,  iof 
the  same  length  of  time,  at  the  same  temperature,  on  six  successir^? 
days,  preferably  without  removing  the  tubes  from  the  inspissator  at 
any  time.    It  is  also  possible,  though  less  regularly  yielding  good  results, 
to  sterilize  in  the  inspissator  for  one  day,  following  this  on  the  seconcl 
and  third  days  by  exposure  for  thirty  minutes  to  100°  C.  in  the  Arnold 
steam  sterilizer.     In  doing  this,  the  Arnold  should  be  ver}^  graduall\^ 
heated,  at  first  without  outer  jacket,  this  being  lowered  only  after 
thorough  heating  has  taken  place.    If  such  precautions  are  not  taken, 
the  medium  will  be  spoiled. 

Serum-Water  Media  for  Fermentation  Tests. — For  the  deter- 
mination of  the  fermentative  powers  of  various  microorganisms 
for  purposes  of  differentiation.  Hiss  has  devised  the  following  media 
in  which  the  cleavage  of  any  given  carbohydrate  is  indicated, 
not  only  by  the  production  of  an  acid  reaction,  but  by  the  coagulation 
of  the  serum  proteids. 

Obtain  clear  beef  serum  by  pipetting  from  clotted  blood  in  the  same 
way  as  this  is  obtained  for  the  preparation  of  Loeffler's  blood-serum 
medium.  Add  to  this,  two  or  three  times  its  bulk  of  distilled  water, 
making  a  mixture  of  serum  and  water  in  proportions  of  one  to  two  or 
three.  Heat  the  mixture  for  fifteen  minutes  in  an  Arnold  sterilizer  at 
100°  C.  to  destroy  any  diastatic  ferments  present  in  the  serum.  Add 
one  per  cent  of  a  five  per  cent  aqueous  litmus  solution  (the  varia- 
tion in  the  different  litmus  preparations  as  obtained  in  laboratories 
necessitates  a  careful  addition  of  an  aqueous  litmus  solution  until 
the  proper  color,  a  deep  transparent  blue,  is  obtained,  rather  than 
rigid  adherence  to  any  quantitative  directions).  Add  to  the  various 
fractions  of  the  medium  thus  made,  one  per  cent  respectively  of  the 
sugars  which  are  to  be  used  for  the  tests. 

For  the  preparation  of  inulin  medium,  made  in  this  way  for  pneu- 
mococcus-streptoeoccus  differentiation,  it  is  necessary  to  sterilize  the 
inulin  dissolved  in  the  water  to  be  added  to  the  serum  in  an  autoclave 
at  high  temperature  (fifteen  pounds  for  fifteen  minutes)  in  order  to  kill 
spores  before  mixing  with  the  serum.  Before  the  serum  is  added,  the 
inulin  solution  should  be  cooled. 

The  serum-water  media  are  sterilized  by  the  fractional  method  at 
100°  C,  at  which  temperature  they  remain  fluid.  / 
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Special  Media  for  Oolon -Typhoid  Differentiation.^ — Hiss'  Plating  Me- 
dium.^—The  composition  of  this  medium  is  as  follows: 

Agar 15  gins. 

Gelatin 15    ** 

Liebig's  meat  extract 5     " 

Sodium  chloride  i 5    " 

Dextrose 10    " 

Distilled  water 1,000  c.c. 

The  agar  is  thoroughly  dissolved  in  1,000  c.c.  of  distilled  water,  either 
over  a  free  flame  or  in  the  autoclave.  When  the  agar  is  melted,  the  gela- 
tin, meat  extract,  and  salt  are  added  and  dissolved  by  further  heating. 
Any  loss  in  weight  is  then  adjusted  by  the  addition  of  water.  No  titra- 
tion or  adjustment  of  reaction  is  necessary.  The  medium  should  be 
cleared,  in  the  usual  way,  with  the  whites  of  two  eggs,  and  filtered  through 
cotton.  To  the  cleared  medium  is  added  one  per  cent  of  dextrose, 
and  the  medium  tubed,  about  8  c.c.  to  each  tube,  and  sterilized. 
Hiss'  Tube  Medium. — The  composition  is  as  follows: 

Agar 5  gms. 

Gelatin 80     ** 

Liebig's  meat  extract 5     " 

Sodium  chloride 5     " 

Dextrose 10    " 

Distaied  water 1,000  c.c. 

The  method  of  preparation  is  the  same  as  for  the  plating  medium. 
The  agar  is  thoroughly  dissolved,  and  then  the  gelatin,  meat  extract, 
and  salt  are  added  and  dissolved.  After  adjusting  the  loss  in  weight, 
the  volume  should  be  determined,  a  careful  titration  made,  and  the  re- 
action adjusted  to  one  and  five-tenths  per  cent  acid  by  the  addition  of 
Y  HCl  solution.  The  medium  is  then  cleared  with  the  whites  of  eggs, 
filtered,  and  one  per  cent  dextrose  added.    It  is  then  tubed  and  sterilized. 

Hesse's  Medium,^ — ^The  medium  devised  by  Hesse  for  typhoid-colon 
differentiation  depends  for  its  usefulness,  as  does  the  Hiss  tube  medium, 
upon  the  great  motility  of  the  typhoid  bacillus.  It  may  be  used  directly 
for  the  examination  of  feces  or,  as  suggested  by  Jackson  and  Melia,* 
after  preliminary  enrichment  of  the  material  to  be  examined  by  the 
use  of  the  lactose-bile  medium  of  Jackson.     (See  p.  138.) 

*  For  details  of  use  of  these  special  media  see  also  chapter  on  Bacillus  typhosus. 
»  HtsSf  Jour.  Exp.  Med.,  ii,  1897;  Jour.  Med.  Research,  viii,  1902. 

» Hesse,  Zeit.  f.  Hyg.,  Ivui,  1908. 

*  Jackson  and  Melia,  Jour,  of  Inf.  Dis.,  vi,  1909. 
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The  Hesse  niecliuin  is  made  up  as  follows: 

Agar i>  gins.  (4.5  gms.  absolutely  <lry.) 

Pepton  (Witt«) 10     *' 

Liebig's  beef  extract  ....         5     " 

Sodium  chloride 8.5     " 

Distilled  water 1,000  c.c. 

Jackson  and  Melia,  in  studying  this  medium,  have  found  that 
complete  drying  of  the  agar  and  the  use  of  1.5  gms.  of  this  dried  i)rei)a ra- 
tion give  more  unifonii  n^sults,  sinc(j  the  amount  of  moistUR'  in  coin- 
mercial  agar  varies  considerably.  The  preparation  of  the  medium  is 
as  follows: 

Dissolve  4.5  gms.  of  dry  agar  in  500  c.c.  of  distilled  watiT  over  a 
free  flame,  making  up  for  loss  by  evaporation.  In  another  vessel  10 
gms.  of  pep  ton,  5  gms.  of  beef  extract,  and  8.5  gms.  of  salt  an*  di.s- 
solved  in  500  c.c.  of  distilled  wat(*r.  This  may  Ix;  heated  until  com- 
plete solution  has  taken  place  and  the  loss  by  evaporation  made  up. 

The  two  solutions  are  then  mixed  and  heated  for  thirty  minutes; 
loss  by  evaporation  is  then  made  up  with  distilled  w'att»r  and  the  solu- 
tion is  filtered  through  cotton  until  ck»ar.  The  redaction  is  th(»n  adjusted 
to  one  per  cent  acidity  and  the  medium  tubed — 10  c.c.  to  each  tube. 
Sterilize  in  autoclave,  cool,  and  storc  in  ice  chest. 

Th(^  typhoid  bacillus  is  characteristic  on  the  Ilessii  m(?dium  only 
when  the  dilution  i)oured  in  the  plates  is  so  high  that  only  a  few  colonics 
appear.  The  typhoid  colonies  are  much  larger  than  are  the  (!olon  colonies 
and  may  often  be  several  centimet<M's  in  diameter.  They  show  a  small 
opa(iue  center  and  a  delicately  opalescent  body.  Their  form  is  jx^rfectly 
circular. 

Pi()rlc(nr}iki\'^  Urine  (Idatin} — Normal  urine  of  a  sp<M'ific  gravity  of 
about  1.020  is  collected  for  several  davs.    At  th(»  end  of  this  time,  when 

ft  w 

its  reaction  has  become  alkaline,  ])epton  five  p(»r  cent  and  gelatin  three 
and  three-tenths  per  cent  are  added.  This  mixture  is  heated  upon  a 
water  bath  for  one  hour,  fdtered,  ami  tub(;d.  The  tubes  ait?  sterilizcnl 
by  the  fractional  nuithod. 

This  medium  allows  the  differential  ion  of  typhoid-bacillus  colonies 
from  those  of  the  colon  bacillus.  In  using  it  for  the  isolation  of  typhoid 
bacilli  from  the  feces,  two  loopfuls  of  fec(^s  an*  placed  into  a  tube  of  the 
m(»lted  urine  gc^latin,  and  from  this,  dilutions  are  made  into  other  tulx^s, 
takhig  four  loopfuls  from  the  first  into  th(»  second  and  six  to  eight  from 


^  Piorkowsht.  Deut.  med.  Woch.,  vol.  J5,  1899. 
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the  second  to  the  third.  Plates  are  then  poured  and  kept  at  about  20° 
C.  The  tj-phoid  colonies  show  fine  processes  or  filaments,  while  the  colon 
colonies  are  quite  compact. 

C(ip<ildi's  Medium.^ — The  composition  of  this  medium  is  as  follows: 

Distilletl  water 1.000  c.c. 

Pepton  (Witte) 20  gms. 

Gelatin 10      *' 

Agar 20      " 

I)extn)8e  (or  preferably  niannit) 10      ** 

NaCl 5      " 

KCl 5      " 

It  is  advisable  to  dissolve  the  agar  in  500  c.c.  of  water,  making  up 
the  loss  by  evaporation  with  distilled  water,  and  to  dissolve  the  other 
ingredients  in  a  similar  quantity  of  water,  finally  mixing  the  solutions. 
The  mixture  is  rendered  alkaline  by  the  addition  of  10  c.c.  of  normal 
NaOH,  and  is  cleared,  filtered,  and  filled  into  test  tubes. 

Plates  are  made  with  this  medium  and  surface  smears  made  of  the 
suspected  material.  B.  typhosus  grows  in  small,  glistening,  bluish 
translucent  colonies.  Colonies  of  B.  coli  are  larger,  more  opaque,  and 
show  a  brownish  tinge. 

Conradi-Dru/nlski  Medium.^ — The  following  arc  the  directions  given 
by  the  originatoi-s  of  this  medium  for  its  preparation,  (a)  Three  pounds 
of  meat  an»  infused  in  two  liters  of  water  for  twelve  hours  or  more. 
After  straining,  boil  for  cme  hour  and  add  20  gms.  of  Witte's  j)epton,  20 
gms.  of  nutrose,  10  gms.  of  NaCl ;  boil  one  hour  and  filter.  To  the  filtrate 
adtl  60  gms.  of  agar.  Boil  for  three  hours  (or  one  hour  in  an  autoclave) 
until  agar  is  dissolved.  Render  weakly  alkaline  to  litmus  paper,  filter, 
and  boil  for  half  an  hour  more. 

(b)  Litmus  solution:  Two  hundred  and  sixty  c.c.  of  litmus  solution 
an?  boiled  for  ten  minutes.  (The  litmus  solution  used  by  Conrad i  and 
Drigalski  is  the  verj'  sensitive  aqu(»ous  litnuis  recommended  by  Kubel 
and  Thiemann,  and  purcha.^able  undc^r  the  name.)  After  boiling,  30 
j^nims  of  chemically  pure  lactose  are  added  to  the  litmus  solution. 
The  mixture  Ls  then  boiled  for  fifteen  mhuites  and,  if  a  sediment  has 
formed,  is  carefully  decanted. 

(c)  Add  the  hot  lactose  mixture  to  the  hot  fluid  agar  solution;  mix 
well  and,  if  necessary,  again  adjust  to  a  weakly  alkaline  reaction,  litmus 


»  Capaldi,  Zeit.  f.  Hy^..  xxiii,  1890. 

'  Conradi-Drigalski ,  Zeit"  f.  Hyg.,  xxxix,  1902. 
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paper  being  used  as  an  indicator.  To  this  mixture  add  4  c.c.  of  a  hot, 
sterile,  ten  per  cent  solution  of  sodium  carbonate,  in  order  to  render  it 
alkaline,  and  20*  c.c.  of  a  freshly  made  solution  of  violet  crystal  (c.  p. 
Hochst),  0.1  gram  in  100  c.c.  of  sterile  distilled  water. 

The  medium  contains  thirteen  per  cent  of  litmus  solution,  and  one 
one-thousandth  per  cent  of  cr>'stal  violet. 

Large  plates  are  poured. 

(The  plates  used  by  Conradi  and  Drigalski  are  large  plates  15  to 
20  cm.  in  diameter.)  Surface  smears  are  made  upon  the  medium  after 
solidification.  These  are  incubated  twenty-four  hours.  Typhoid  colonies 
are  small,  blue,  and  transparent.  Colon  colonies  are  large,  red,  and 
opaque. 

Endows  Medium.^ — 1.  Prepare  one  liter  of  meat  infusion  three  per 
cent  agar,  containing  10  grams  of  pepton  and  5  grams  of  NaCl. 

2.  Neutralize  and  (dear  by  filtration. 

3.  Add  10  c.c.  of  ten  per  cent  sodium  hydrate  solution  in  order  to 
render  it  alkaline. 

4.  Add  10  grams  of  chemically  pure  lactose. 

5.  Add  5  c.c.  of  alcoholic  fuchsin  solution,  filtered  before  using. 
(Endo  in  his  original  contribution  does  not  mention  the  strength  of 
this  fuchsin  solution,  which,  however,  should  be  saturated.) 

This  colors  the  medium  red. 

6.  Add  25  c.c.  of  a  ten  per  cent  sodium  sulphite  solution.  This 
again  decolorizes  the  medium,  the  color  not  entirely  disappearing,  how- 
ever, until  the  agar  is  cooled. 

7.  Put  into  test  tubes,  15  c.c.  each,  and  sterilize. 

The  medium  should  be  kept  in  the  dark.  For  use,  plates  are  poured 
and  surface  smears  of  stools  made.  Endo  claims  that  upon  this  medium 
the  typhoid  bacillus  outgrows  the  colon  bacillus  and  its  colonies  remain 
colorless,  while  those  of  bacilli  coli  become  red. 

Malachite-Green  Medial — The  principle  of  these  media  is  that  mal- 
achite green  inhibits  the  growth  of  the  colon  bacillus  without  exerting 
any  such  influence  upon  the  typhoid  bacillus.    To  make  one  liter: 

1.  Prepare  a  neutral,  one-half  strength,  meat-infusion  bouillon 
(500  grams  of  meat  to  2  liters  of  water)  by  the  usual  technique. 

2.  Acidify  this  with  7.5  c.c.  of  normal  hydrochloric  acid  (to  facilitate 
the  solution  of  agar). 


»  Emlo,  Cent.  f.  Bakt.,  xxxv,  1904. 
2  l^ffler,  Deut.  med.  Woch.,  32,  1906. 
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3.  Dissolve  in  this  30  grams  of  agar  (three  per  cent)  by  boiling. 

4.  Neutralize  with  7  c.c.  normal  KOH  or  NaOH  (until  neutral  to 
litmus). 

5.  Add  5  c.c.  of  normal  sodium  carbonate  solution  to  make  it  alka- 
Ime  and  heat  in  Arnold  sterilizer  for  several  hours. 

6.  Add  100  c.c.  of  a  ten  per  cent  nutrose  solution  (one  per  cent). 
This  agar  may  be  sterilized  and  stored  in  quantities  of  100  c.c.  without 
further  manipulation. 

7.  Before  use,  redissolve,  and  to  100  c.c.  add  2  to  2.9  c.c.  of  a  two 
per  cent  solution  of  malachite  green  (trade  mark,  "Hochst  120"). 
This  solution  is  made  in  sterilized  water  but  is  not  boiled. 

S.  Fifteen  to  twenty  c.c.  of  this  medium  are  poured  into  Petri 
dkjhes,  allowed  to  cool,  and  inoculated  by  surface  smears. 

It  is  extremely  important  to  obtain  the  proper  malachite  green. 

Leurhs'  Modification  of  Loeffler^s  Malachite-Green  Medium} — 1.  To 
100  c.r.  of  one-half  strength  bouillon  made  as  for  LoeflBer's  malachite- 
gnrn  medium,  add — 

0.5  grams NaCl 

1 .         **      dextrin 

3.         "      agar 

2.  Neutralize  to  litmus. 

3.  Add  0.5  c.c.  normal  sodium  carbonate. 

4.  Add  10  c.c.  of  ten  per  cent  nutrose  solution. 

5.  Boil,  filter,  and  sterilize. 

6.  Add  1.6  c.c.  of  a  one-tenth  per  cent  solution  of  malachite  green. 
The  malachite  green  solution  is  prepared  by  dissolving  0.1  of  a  gram 
in  100  c.c.  of  hot  sterile  water. 

licuchs  does  not  use  the  *'Hochst  120  '*  malachite  green  recommended 
by  Loeffler,  but  prefers  the  purified  malachite  green  in  crj'^stallized  form, 
which  is  not  the  zinc  double  salt,  but  the  oxalate,  and  is  sent  out  by 
various  firms  marked  "Malachite  green,  pure,  crystalline,  oxalate." 

Mcdachite-Green  Bouillon  (Peabody  and  Pratt).' — To  100  c.c.  of 
lx*ef  infusion  broth,  add  10  c.c.  of  one  per  cent  solution  of  malachite 
green,  Hochst  120,  made  with  sterile  water.  This  is  tubed,  10  to  15 
e.c.  being  put  in  each  tube. 

This  medium  is  used  merely  as  an  enriching  fluid.  One  drop  of  the 
.^spected  material  (emulsified  stool)  is  added  to  each  tube  and  after 

»  Leuchs,  Deut.  med.  Woch.,  32,  1906. 

«  Peabody  and  Pratt,  Boston  Med.  and  Surg.  Jour.,  clviii,  7,  1908. 
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incubation  for  eighteen  to  twenty-four  hours  inoculations  may  be  made 
upon  Conradi-Drigalski  plates  or  other  media. 

According  to  Peabody  and  Pratt,  the  usefulness  of  the  medium  is 
largely  dependent  upon  the  reaction.  In  their  work,  they  found  a 
reaction  of  five-tenths  per  cent  acidity  to  phenolphthalein  most  favor- 
able. 

Bile  Medium,^ — (Recommended  for  blood  cultures  by  Buxton  and 
Coleman.)    The  medium  is  prepared  as  follows: 

900  c.c of  ox  bile 

100  c.c glycerin  and 

20  grams of  pepton  are  mixed. 

Put  into  small  flasks  containing  quantities  of  about  100  c.c.  each,  and 
sterilized  by  fractional  sterilization. 

Jackson^s  Lactose-Bile  Medium,^ — Jackson  has  devised  a  medium, 
now  in  general  use  by  water-analysts,  which  is  of  great  use  in  isolating 
B.  typhosus  and  B.  coli  from  water,  and  serves  as  a  valuable  enriching 
medium  in  isolating  these  organisms  from  other  sources,  such  as  feces. 
Jackson  and  Melia  ^  have  found  that  in  this  medium  B.  typhosus  and  B. 
coli  outgrow  all  other  microorganisms  and  that  eventually  B.  typhosus 
will  even  outgrow  B.  coli. 

The  medium  consists  of  sterilized  undiluted  ox-bile  (or  an  eleven 
per  cent  solution  of  dry,  fresh  ox-bile)  to  which  has  been  added  one 
per  cent  of  pepton  and  one  per  cent  of  lactose.  This  is  filled  into  fer- 
mentation tubes  holding  40  c.c.  of  the  liquid,  and  these  are  sterilized 
by  the  fractional  method. 

MacConkeifs  BUe-Salt  Agar. — 

Sodium  glycocholate 5     per  cent. 

Pepton.. 1.5   •*       ** 

Lactose 3.5    *•       ** 

Agar 1.5    ''       " 

Tap  water q.s. 

The  agar  and  pepton  are  dissolved  and  cleared  in  the  usual  manner 
and  the  lactose  and  sodium  glycocholate  added  before  tubing.  In  this 
medium  the  typhoid  bacilli  produce  no  change,  while  the  bacillus  coli,  by 
producing  acid  from  the  lactose,  causes  precipitation  of  the  bile  salts. 

»  Conrofli,  Deut.  med.  Woch.,  32,  1906. 

2  Jackson,  '•  Biol.  Studies  of  Pupils  of  W.  T.  Sedgwick,"  1906,  Univ.  Chicago 
Press. 

*  Jackson  and  Melia,  Jour.  Inf.  Dis.,  vi,  1909. 
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Neutral-Red  Medium. — To  100  c.c.  of  a  one  per  cent  or  two  per  cent 
glucose  agar,  add  1  c.c.  of  a  saturated  aqueous  solution  of  a  neutral- 
red. 

The  medium  is  used  in  tubes,  stab  or  shake  cultures  being  made. 
The  typhoid  bacillus  produces  no  change,  while  members  of  the  colon 
group  render  the  medium  colorless  by  reduction  of  the  neutral-red  and 
produce  gas  by  fermentation  of  the  sugar. 

Barsiekrnv's  MediurnJ — To  200  c.c.  of  cold  water,  add  10  grams  of 
nutrosc  and  allow  to  soak  for  one-half  to  one  hour.  Pour  this  into  800 
cc.  of  boiling  water,  and  heat  for  twenty  minutes  in  an  Arnold  sterilizer 
at  100°  C.  Filter  through  cotton  and  to  the  opalescent  solution  of 
nutrosc  add  T)  grams  of  NaCl,  10  grams  of  lactose,  and  sufficient  aqueous 
litmus  solution  to  give  a  pale  blue  color.' 

EDriching  Substances  Used  in  Media. — For  the  cultivation  of  microor- 
ganisms which  arc  sensitive  to  th(»ir  food  environment,  it  is  often  neces- 
sar\'  or  advisable  to  add  to  the  ordinary  media  enriching  substances, 
which  empirical  study  has  sho\\Ti  to  favor  the  growth  of  the  organism 
in  question.    The  substances  most  commonly  used  for  such  enrichment 
are  glucose,  nutrose  (sodium  caseinate),   glycerin,  sodium  formate,  and 
unsolidified  animal  proteids.    As  animal  and  blood  serum  and  whole 
blood  must  fi-equontly  1)0  used  in  this  way,  an  understanding  of  the 
methods  employed  in  obtaining  these  substances  is  necessary. 

Method  of  Obtmning  Blood  aiul  Blood  Media. — Blood  serum  from 
l>eef  and  sheep  may  he  colk^cted  in  the  manner  recommended  for  the 
collection  of  such  serum  in  the  preparation  of  Loeffler's  medium,  pipetted 
into  test  tubes,  and  sterilized  in  the  fluid  state  by  exposure  to  tempera- 
tures ranging  from  60°  to  6;")°  (^,  for  one  hour  upon  six  consecutive  days. 
It  is  not  a  simple  matter  to  st(»rilize  senam  in  this  way  and  requires  much 
time  and  care. 

The  method  most  commonly  employed,  in  laboratories  which  have 
access  to  hospitals,  for  obtaining  cknir  s(Tum  depends  upon  the  collection 
of  exudate  or  transudate  fluids  by  sterile  methods  directly  from  the 
pleural  cavity,  the  abdominal  cavity,  or  the  hydrocele  cavity.  Sterile 
flasks  or  test  tubes  are  prepared  and  the  fluid  is  allowed  to  flow  directly 
out  of  the  cannula  into  these.  Whenever  this  is  done,  it  is  necessary  to 
eliminate  the  use  of  carbolic  acid  or  other  disinfectants  from  the  sterili- 
zation of  the  instalments  and  nibber  tubing  which  are  used  during  the 


•  Barmekow,  Wion.  klin.  Rund.,  xliv,  1901. 

2  Filtration  may  be  done  thmugh  paper,  but  takes  a  long  time. 
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operation.  These  should  bJe  brought  into  the  ward  in  the  water  in  which 
they  have  been  boiled  and  not  in  strong  antiseptic  sohitions  as  is  fre- 
quently done.  The  fluid  so  obtained  may  be  incubated  and  the  contam- 
inated tubes  discarded.  The  serum  may  then  be  added  with  sterile 
pipettes  or  by  direct  pouring  from  tube  to  tube,  in  proportions  of  one  to 
three,  to  sterile  broth  or  melted  agar  or  gelatin. 

Agar,  if  used  in  this  way,  is  melted  and  cooled  to  60°  C,  or  below. 
One-third  of  its  volume  of  warmed  exudate  fluid  is  added,  and  the  plates 
are  poured. 

Serum  may  be  rendered  free  of  bacteria  by  filtration  through  a 
Berkefeld  or  Pasteur-Chamberland  filter.  This  is  an  effectual  method, 
but  requires  much  time  and  care,  and  for  practical  work  the  direct  col- 
lecting of  the  fluid  from  the  patient  into  sterile  glassware  is  preferable. 

Whole  blood  may  be  obtained  for  cultural  purposes  by  bleeding 
rabbits  or  dogs  or  other  animals  directly  from  a  blood-vessel  into  tubes  of 
melted  agar.  In  the  case  of  a  rabbit,  after  the  administration  of  an  anes- 
thetic (ether),  an  incision  is  made  directly  over  the  trachea,  and,  by 
careful  section,  the  carotid  artery  is  isolated,  lying  close  to  the  side  of 
the  trachea.  The  artery  is  then  closed  off  with  a  weak  clamp  and 
an  incision  made  into  its  wall  with  a  sharp-pointed  pair  of  scissors. 
A  small  glass  cannula  to  which  a  piece  of  rubber  tubing  is  attached  is 
inserted  into  the  vessel  and  held  in  place  by  a  thread  ligature.  The 
clamp  is  then  removed  and  the  blood,  1  to  2  c.c.  at  a  time,  is  allowed  to 
flow  into  melted  agar  tubes  cooled  to  60°  C.  and  immediately  mixed 
and  slanted.  After  twenty-four  hours  the  tubes  are  incubated  and  the 
contaminated  ones  are  discarded.  This  method  requires  but  little  prac- 
tice and  yields  anywhere  from  thirty  to  forty  tubes  per  rabbit.  If 
cai-efully  done,  very  few  of  the  tubes  will  be  contaminated.^ 


'  At  times  in  hospital  work,  the  writers  have  found  it  convenient  to  utilize  the 
bloo<l  agar  plates  obtained  in  sterile  blood  cultures  in  which  no  growth  has  taken 
place  after  three  or  four  days  of  incubation.  These  may  be  kept  on  ice,  best  sur- 
roundeil  by  a  broad  rubber  band  to  prevent  evaporation,  and  used  as  required. 


CHAPTER  VIII 

METHODS  USED  IN  THE  CULTIVATION  OF  BACTERIA 

INOOULATION   OF    MEDIA 

The  transference  of  bacteria  from  pathological  material  to  media, 
or  from  medium  to  medium,  for  purposes  of  cultivation,  is  usually  ac- 
complished by  means  of  a  platinum  wire  or  loop.     The  platinum  wire 
used  should  be  thin  and  yet  possess  a  certain  amount  of  stiffness  and  be 
about  two  to  three  inches  in  length.    This  is  fused  into  the  end  of  a  glass 
rod  six  to  eight  inches  long.    It  is  an  advantage,  though  not  necessarj', 
to  use  rods  of  so-called  "  sealing-in  "  glass  which,  having  the  same  co- 
efficient of  expansion  as  platinum,  does  not  crack  during  sterilization. 
For  work  with  fluid  media,  the  wire  should  be  bent  at  its  free  end 
so  as  to  form  a  small  loop  which  will  pick  up  a  drop  of  the  liquid.    For 
the  inoculation  of  solid  media  and  the  making  of  stab  cultures,  a  straight 
"needle"  or  wire  should  be  used.    Other  shapes  of  these  wires  and  spat- 
ula? from  heavy  wire  have  been  devised  for  various  purposes  and  are 
easily  improvised  as  occasion  demands.     (See  Fig.  27.) 

When  making  a  transfer  from  one  test  tube  to  another,  the  tubes 
should  be  held  between  the  thumb  and  first  and  second  fingers  of  the 
left  hand,  as  shown  in  Fig.  28.  The  plugs  are  then  removed  by  grasping 
them  between  the  small  and  ring  fingers  and  ring  and  middle  fingers  of 
the  right  hand,  first  loosening  any  possible  adhesions  between  glass  and 
plugs  b}*^  a  slight  twisting  motion.  The  platinum  wire  is  held  meanwhile 
by  the  thumb  and  index  fingers  of  the  right  hand  in  the  manner  of  a  pen. 
The  wire  is  heated  red  hot  in  a  Bunsen  flame,  and  is  then  passed  into  the 
culture  tube  without  being  allowed  to  touch  the  glass.  It  is  held  sus- 
pended within  the  tube  for  a  few  seconds  to  permit  of  cooling  before 
touching  the  bacterial  growth.  The  wire  is  then  allowed  to  touch  lightly 
the  surface  of  the  growth  and  a  small  amount  is  picked  up.  (Sec  Fig. 
29.)  It  is  then  removed  from  the  tube  without  allowing  it  to  touch  the 
sides  of  the  glass,  and  is  passed  into  the  tube  which  is  to  be  inoculated. 
If  the  tube  contains  a  slanted  medium,  such  as  agar,  a  light  stroking 
motion  from  the  bottom  of  the  slant  to  its  apex  will  deposit  the  bacteria 
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upon  the  medium  evenly  along  a  central  line.  The  needle  may  also  be 
plunged  downward  into  the  substance  of  the  nutritive  material  tto 
that  in  the  same  tube  both  surface  growth  and  deep  growth  may  be 
observed.    If  a  stab  culture  is  to  be  made  in  unslanted  agar  or  in  gelatin, 

the  needle  is  simply  plunged  straight 
downward  as  nearly  as  possible  along 
the  axis  of  the  medium.  If  a  fluid 
medium  is  being  inoculated,  the  wire 
should  be  introduced  only  into  the 
upper  part  of  the  liquid  and  the  bac- 
teria gently  rubbed  into  emulsion 
against  the  side  of  the  glass.  The 
needle  is  then  removed  from  the  tube, 
the  stopper  carefully  replaced,  and  the 
platinum  wire  immediately  sterilised  in 
the  flame.  This  sterilization  of  plati- 
num needles  after  they  have  been  in 
contact  with  bacteria  should  become 
second  nature  to  those  working  with 
bacteria,  since  an  infraction  against 
this  rule  may  give  rise  to  serious  and 
widespread  consequences.  In  burning 
off  platinum  needles  it  is  well  to  re- 
member that  a  part  of  the  glass  rod, 
as  well  as  the  wire  itself,  is  introduced 
into  the  tubes  and  may  become  con- 
taminated, and  for  this  reason  the 
rod  itself,  at  least  in  its  lower  two  or 
three  inches,  should  be  passed  through 
the  flame  as  well  as  the  wire.  As  an 
extra  precaution  against  contamina- 
tion, the  lips  of  test  tubes  and  flasks  and  the  protniding  edges  of  cotton 
plugs  may  be  passed  through  the  flame  and  singed. 


Fig.  27. — Platinum  Wires. 


THE  ISOLATION   OF   BACTERIA   IN   PUKE   CULTURE 


It  is  obvious  that  in  many  cases  where  bacteria  arc  cultivated  from 
water,  milk,  pathological  material,  or  other  sources,  many  species  may 
be  present  in  the  same  specimen.  It  is  likewise  obvious  that  scientific 
bacteriological  study  of  any  bacterium  can  be  made  only  if  we  obtain 
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this  particular  spocics  entirely  apart  from  others,  in  what  is  known  as 
'■  pure  culture."  The  earliest  methods  for  accomplishing  this  were  the 
methods  of  Pasteur  and  of  ('ohn  who  depended  upon  the  power  of  one 
.ipecies  to  outgrow  all  others,  if  cultiv;at€d  for  a  sufficient  length  of  time 
in  fluitl  media.  This  method,  of  course,  was  inadequate  in  that  It  was 
olten  purely  a  mutter  of  chanco  which  one  of  the  mixture  of  speciea 
was  iinally  obtained  by  itself.  A  later  method,  by  Klebs,  depends 
upon  .serial  dilution,  in  test  tulxts  of  fluid  media,  by  which  the  eventual 
transference  of  one  germ  only,  to  the  last  tube  was  attempted.  Such 
inetlio<l^,  none  of  them  of  great  practical  value,  have  been  entirely  dis- 


Fio.  28. — Taking  Plugs  fuom  Tubes  before  iNocuLATroN. 


placed  by  those  made  iMJSsihle  by  Koch's  introdu<-tion  of  solid  media 
which  may  Ixi  rendered  fluid  by  heat. 

Th<r  methods  now  employed  for  the  isolation  of  bacteria  depend  upon 
the  iniK-ulatiun  of  gelatin  or  agar,  when  in  the  melted  state,  the  thorough 
distributiiin  of  the  bacteria  in  these  lit|uida  by  mixing,  and  the  sub- 
»t|urnt  congealing  of  these  media  in  thin  layers.  By  this  means  the  in- 
dividual bacteria,  distributed  in  the  medium  when  liquid,  are  held  apart 
aiul  separate  when  the  medium  becomes  stiff.  The  masses  of  growth 
or  "colonies"  which  develop  from  these  single  isolated  microorganisms 
are  discrete  and  are  descendants  of  a  single  organism,  and  can  be  trans- 
fcm*<l,  by  means  of  a  process  known  as  "  colony-fishing,"  to  fresh  sterile 
culture  media. 
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Plftitng. — ^The  first  motlind  employed  l)y  Koch  for  baot^rial 
isolations  was  one  that  consisted  in  the  use  of  simple  plates  of  ^iaas, 
about  3x4  inches  in  size,  mounted  upon  a  leveling  stand.  A  wowlen 
triangle,  supported  upon  three  adjustable  screw-feet,  formed  the  base  of 
this  apparatus.  Upon  this  was  set  a  covered  crj'st  alii  zing  dish  which 
could  be  filled  with  ice  water.  Upon  the  top  of  this  rested  the  sterilized 
plates  under  a  bell  jar.  By  screwing  up  or  down  upon  the  supports  of  tlic 
triangle,  leveling  of  the  plate  could  be  achieved  and  controlled  by  a  spirit- 
level  placed  at  its  side.    The  inoculated  gelatin  was  poured  upon  tht 


Flo.  29. — Inocuutino. 

jthite  and  spreiiil  and  rapidly  cooled  and  hanlencd  by  the  cold  water 
contitined  in  the  crystalli/.ing  dish. 

The  ori(iiniil  method  of  Koch  has  been  modified  considerably  and  the 
metho<l  uni\'erHally  employed  at  present  depends  upon  the  use  of  eirnilar 
covered  dishes,  the  scwalled  I'elri  dlnlifn.  These  obviate  the  neeoasity  of 
a  leveling  stand  and  prevent  eontiiminat.ion  of  the  plate  when  once 
poured.  Each  Petri  dish  plate  consists  of  two  circular  glass  dishes;  the 
snmllcr  ami  bottom  dish  has  an  area  of  (13.6  square  centimeters;  the 
larger  is  used  as  a  cover  for  the  smaller,  and  forms  a  loosely  fitting  lid. 
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Thp  plates  when  fitted  tof^thcr  are  stprilixetl  niid  thiiH  fonn  h  closed 
cell  which,  if  properly  handle<l,  may  remain  sterile  imlefiiiitt'ly. 

The  technique  for  ninking  a  pour  plate  for  tlu;  purpOHO  of  iitolatiiig 
bacteria  from  mixetl  culture  is  as  follows: 

The  actual  "pourinp"  of  plates  is  protrodcd  hy  thi;  pn-paration  of 
Ufiially  three  graded  dilutions  of  the  material  to  Iw  examined.  For  this 
I)iir[>ose  three  agar  or  gelatin  tubes  arc  melted  an<l ,  in  the  case  of  the  agar, 
;irp  cooled  to  a  temperature  of  about  42°  C.  in  a  water  hath.  A  platinum 
lonpful  of  the  material  to  be  examined  is  tranHferrerl  to  one  of  these  tubes, 
Tbe  bacteria  are  then  thoroughly  distributed  throughout  the  melted 


Fig.  30. — PoURiNo  Inocclatbo  Mediuu 


fclalin  or  agar  by  alternately  depressing  and  raising  the  plugged  end 
of  ilie  tube,  giving  it  a  rotary  motion  at  the  same  time.  This  thoroughly 
ilistributea  the  bacteria  throughout  the  medium  without  allowing  the 
formation  of  air-bubbies.  Two  loopfuls  of  this  niixtun;  are  then  tran.s- 
forreil  to  the  second  tube  and  a  similar  mixing  process  is  repi';ited. 
This  second  tube  contains  the  bacteria  in  much  greater  <lihilion  than 
the  first  and  the  colonies  which  will  form  in  the  plate  poured  from  this 
tube  ttili  be  farther  apart.  -\  third  dilution  is  then  maile  hy  transferring 
five  loopfuls  of  the  mixture  in  ihe  second  tube  to  the  third.  This  again 
ia  mixed  as  before.    The  contents  of  the  tubes  are  then  poured  into  three 
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st(jrilc  Petri  dishes.  The  pouring  should  be  clone  with  great  earo. 
The  cov(»r  of  the  dish  is  raised  along  one  margin  simply  far  enough  to 
permit  the  insertion  of  the  end  of  the  test  tube,  the  plug  of  which  has 
been  removed  and  the  lips  passed,  with  a  rotary  movement,  through  the 
flame.  The  m(»dium  is  poured  into  the  dish  without  the  lips  of  the 
tube  being  allowed  to  touch  either  the  bottom  or  the  cover  of  the  dish. 
The  cover  is  then  replaced  and  the  medium  allowed  to  harden. 

When  agar  has  l)e(^n  used,  the  dishes  may  be  placed  in  an  incubator 
at  37°  C.  It  is  well  to  place  the  plates  upside  down  in  the  incubator. 
This  prevents  the  condensation  water,  squeezed  out  of  the  agar  dur- 
ing hardening,  from  collecting  on  its  surface,  and  forming  channels  for 
the  diffuse  spreading  of  bacteria.  The  same  end  may  be  attained  by  the 
use  of  Petri  plates  provided  with  porous  earthenware  lids,  as  suggested 
by  Hill.  Simi)le  inversion  of  the  plates,  however,  usually  suffices.  When 
gelatin  has  been  used,  the  plates  are  allowed  to  remain  in  a  dark  place  at 
room  temperature  or  in  a  special  thennostat  kept  at  22^-25*'  C. 

Colonies  in  agar,  kept  at  37.5°  C. ,  usually  develop  in  eighteen  to  twenty- 
four  hours;  those  in  gelatin  or  agar  at  room  temperature  in  from  twenty- 
four  to  forty -eight  horn's,  depending  u])on  the  species  of  bacteria  which 
are  being  studied.  Often  in  the  second  dilution,  more  frequently  in 
the  third,  the  colonies  will  be  found  well  apart  and  can  then  be  "fished." 
The  process  of ''  colony-fishing  "  is  one  which  reciuires  practice  and  should 
always  be  done  with  care,  for  upon  its  success  depends  the  purity  of  the 
sub-culture  obtained,  (blonies  should  never  be  fished  under  the  naked 
eye,  no  matter  how  far  ai)art  and  discrete  they  may  appear,  since  not 
infnMjuently  close  to  tlie  (»dg(^  of  or  just  beneath  a  larger  colony  there 
may  be  a  minute  colony  of  another  species  which  may  be  too  small  to  be 
visible;  to  th(;  nakc*d  eye,  but  which,  nevertheless,  if  touched  by  accident 
will  contaminates  tlu;  sub-culture. 

For  proper  "  fishing,"  tlie  Petri  plate  with  cover  removed,  should  be 
plac(»d  upon  the  stage  of  the  microscope  and  examinc^d  with  a  low  pow(»r 
objective,  such  as  Leitz  No.  2  or  Zeiss  A  A.  The  sterilized  platinum 
needle,  held  hi  the  right  hand,  is  then  carefully  directed  into  the  line 
of  focus  of  ilie  lens,  while  the  small  finger  of  the  hand  is  steadied  upon 
the  ed^e  of  the  microscope;  stage.  When  the  point  of  the  needle  is 
clearly  visible;  thre)ugh  the  microscope,  it  is  gently  depn^ssed  until  it 
is  see'ii  te)  te)ue*]i  the  colony  anel  to  cany  away  a  portion  of  it.  The 
ne'edle  is  the»n  withdrawn  withe)ut  again  touching  the  nutrient  medium 
or  the  eelges  e)f  the  glass  e)r  the  lens,  and  transferreMl  to  a  tube  of  what- 
ever meelium   is   desireel.     In  this  way,  inelividuals  of  one  colony,  de- 
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^ptidnntij  of  a  single  bacterium  of  the  original  mixture, — are  carried 
over  to  the  fresh  medium. 

Eimarcb  Roll  Tnbts.' — A  simple  method  of  obtaining  separate  colo- 
nii-s  ia  that  devised  by  von  Esmarch  and  known  as  "  roH-tubc  "  cultiva- 
tion. Tubes  of  melted  gelatin  are  inoculated  with  various  dilutions  of 
ibc  bacterial  mixture  and,  while  still  liquid,  are  laid  in  an  almost  horizon- 


Fiu.  31. — Stheak  Plate. 


lal  poi<ition  upon  a  block  of  ice,  which  has  been  grooved  slightly  by 
means  of  a  teat  tube  filled  with  hot  water.  The  test  tube  containing  the 
edatin,  after  being  placed  in  this  groove,  is  rapidly  revolved  by  passing 
the  fingers  of  the  right  hand  across  it,  while  its  base  is  carefully 
8tca<Iicd   with   the  left   hand.     If  the    revolving   is   carried  out  with 

I  Etmarck,  Zeit.  f.  Hyg.,  i.  1886. 
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sufHcient  speed,  the  gelatin  will  harden  in  a  thin  layer  on  the  inner 
surface  of  the  tube.  The  colonies  will  develop  in  this  layer  and  may  be 
"  fished  "  by  means  of  a  platinum  wire  with  bent  point  introduced  into  the 
tube.  This  method  is  useful  for  certain  purposes,  but  is  too  inconvenient 
for  routine  work.    It  is  now  rarely  used. 

Bejaarktion  of  Bacteria  by  Surface  Streakiiig. — When  it  is  nece3.i^r>-  to 
isolate  bacteria  like  the  gonocoecus,  Bacillus  influ- 
en7.£e,  the  pneumococcus,  and  others,  which,  because 
of  great  sensitiveness  to  environment  and  possibly  a 
preference  for  free  oxygen,  are  not  readily  grown 
in  pour  plates,  it  is  often  advantageous  first  to 
pour  plates  of  suitable  media,  allow  them  to 
harden,  and  then  gently  smear  over  their  surfiiics 
dilutions  of  the  infectious  material,  usually  in  three 
or  four  parallel  streaks.      (Sec  Fig.  31.) 

Upon  such  plates,  if  dilutions  have  been  prop- 
erly made,  and  this  is  only  a  question  of  judgment 
based  upon  an  estimation  of  the  numlH^rs  of  bac- 
teria in  the  original  material,  discrete  colonies  of  the 
microorganisms  sought  for  may  develop,  antl  can  be 
"fished  "  in  the  usual  manner. 

The  media  most  favorable  for  the  cultivation  of 
various  microorganisms  will  be  discussed  in  the 
sections  dealing  with  the  individual  species. 

ANAEROBIC    METHODS 

We  have   seen  in  a  preceding  chapter    (p.  2(3) 

Pm_  32 Deep   t'^'^*   many  bacteria,   the  so-called   anaerobes,  will 

develop  only  in  an  environment  from  vibich  free 
oxygen  has  been  excluded. 

The  exclusion  of  oxygen  for  purposes  of  anaero- 
bic cultivation  may  be  accomplished  by  a  variety  of 
niethotls,  depending  upon  a  few  simple  principles  which  have  been 
applied,  cither  sepsirately  or  in  combination,  by  many  workers. 

The  earliest  methods  tlepcndcd  upon  the  simple  exclusion  of  air  by 
mechanical  devices.  In  other  methods,  the  oxygen  of  the  air  is  displaced 
by  inert  gases  (hydrogen) ,  and  others  again  depend  upon  the  oxygen- 
absorbing  qualities  of  alkaline  solutions  of  pyrogallol. 

Oultlvfttion  by  the  Mechanical  Exclusion  of  Air. — Koch  succeeded  in 
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growing  anaerobic  bacteria  upon  plates  by  simply  dropping  upon  the 
surf  aee  of  the  inoculated  agar  or  gelatin,  a  flat  piece  of  sterile  mica.  This 
method,  however,  rarely  succeeds  in  sufficiently  excluding  the  air  and 
in  hardly  to  be  reconmiended. 

Ijborius'  Method.' — This  method  consists  in  the  use  of  <lecply  filled 
tubes  of  agar  or  gelatin,  from  which  all  oxygen  lias  been  removed  by 
boiling  for  Sftccn  minutes  or  more.  It  is  advan- 
tageous, as  has  been  pointed  out  in  the  section  on 
anacrobiosis,  that  media  used  for  this  purpose 
tihould  contain  carbohydrates  in  some  form,  pref- 
erably glucose.  After  boiling,  the  tubes  arc 
rapidly  transferred  to  ice  water  in  onlcr  to  has- 
ten the  cooling  process  so  that  as  little  oxygon 
an  possible  may  be  absorbed  <iuring  the  hardeii- 
in::  of  the  medium.  The  tubes  are  then  inoc- 
ulatc-d  by  deep  stabs.  After  inoculation,  (he 
top  of  the  medium  may  be  covered  with  a  thin 
layer  of  ^ar,  gelatin,  or  oil  (albolin),  and  then 
further  sealed  with  sealing-wax  to  prevent  oxygen- 
absorption. 

This  method  may  be  utilized  for  the  isolation  of 
anaerobes  (as  in  the  original  method  of  Liborius)  by 
inoculating  the  medium  just  before  it  solidifies. 
The  tubes  may  be  gently  shaken  in  ortler  to  distrib- 
ute the  bacteria  throughout  the  medium  and  then 
rapidly  cooled.  In  this  case  colonies  which  tle- 
velop  may  be  scattered  throughout  the  deeper 
layers  of  the  agar  or  gelatin,  and  may  be  "  fished  " 
after  breaking  the  tube. 

1-^smarch's  Mbthod.' — von  Esmarch  has  iippHcd       Kkj.    ;i:i.— Dkkp 
the  principles  of  hia  roll-tube  to  the  cultivation  of    !*!■*«       ('ri.TivA- 
anaerobic  bacteria.     Gelatin  tubes  are  inoculated  as    '^""'  '"■"  Af-'^^""- 
alwve  and  roll-tubes  prepared.      The  tuk'S  arc  then    ""''  ^■*'-'"^'"*' 
wt  into  cold  water  to  pn-vent  melting  of  the  thni 
gelatin  layer  and  the  interior  of  the  tube  is  filled  with  melted  gelatin. 

Roux's  Mkthod.* — Roux  recommends  the  cultivation  of  anaembic 
bacteria  by  sucking  the  inoculated  gelatin  or  agar  into  narrow  tulios, 

•  Liboriut.  Zeil.  f.  Hyc.,  i,  1880. 
»  Von  Etmarrh.  loc.  ell 
•itottx,  Ann.  Past.,  i.  ISS7. 
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which  are  then  closed  at  both  ends  by  fusing  in  the  flaine.  After  growth 
has  taken  place  the  tubeu  may  be  broken  at  any  desired  place  and  the 
oi^anism  recovered  by  "  fishing." 

Fluid  Media  Ouvered  with  Oil. — Erlenmcycr  flaaks  orother  vessels 
arc  partially  filled  with  glucosc-lx>uillon  over  which  a  thin  layer  of  nl- 
bulin  or  other  oil  ia  allowed  to  flow.  The  oxygen  is  driven  out  of  the 
liquid  by  vigorous  Ixiiling  for  fifteen  minutes  or  more. 

The  simple  exclusion  of  air,  also,  is  the  principle  underlying  the 
cultivation  of  anaerobic  bacteria  in  the 
closed  arm  of  a  Smith  fennentation 
tube. 

Wright's  Method.' — Wright  has 
dcscrilied  a  simple  and  excel Itmt 
method  for  the  cultivation  of  aniiero- 
bic  bacteria  in  fluid  media.  The  aji- 
paratus  necessary  Is  easily  improviscil 
\(ith  the  materials  at  hand  in  any 
lalxiratory.  A  short  piece  of  glass 
tubing,  constricted  at  Iwth  ends  and 
fitted  at  each  end  with  a  small  piece 
of  soft-rubber  tubing,  is  inserted  into 
a  test  tube  containing  nutrient  broth. 
The  upper  end  of  the  inserted  glass 
tubing  is  connected  by  the  rubtier 
with  a  pipette  passtsd  through  the  cot- 
ton plug  in  the  tul)e.  The  entire  ap- 
I>aratus,  plus  broth,  may  be  sterilizctl 
after  l«'ing  put  together.  When  a  cul- 
tivation is  nia<le,  the  fluid  in  the  test 
IuIh'.  is  inoculated  as  usual.  The  fluid 
is  then  sucked  up  into  the  glass  tub- 
ing until  this  is  completely  filled.  A 
AufoLiN.  dowiifluw  of  the  fluid  is  then  prevent<?d 

by  placing  the  finger  over  the  piiwtte 
fhroufrh  whidi  the  suction  litis  Ikvu  made  or  by  constricting  a  small 
piece  of  rubber  tubing  attached  to  the  upper  end  of  the  pipette.  The 
entire  system  of  tulies  is  then  pushed  <lownward  in  such  a  way  that 
both  pieces  of  rubber  tubing,  attached  to  the  ends  of  the  little  glass 


1904. 


'  Wright,}.  H.      Qiio(p,[  from   Hallory  and   Wrinht,  "  Patb.  Technique,"  Pbila., 
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chamber,  are  kinked.  The  entire  apparatus  may  then  be  incubated. 
Growth  of  anaerobic  bacteria  takes  place  within  the  air-tight  chamber 
formed  by  the  short  glass  tubing  within  the  test  tube.  The  fluid  in 
the  test  tube,  outside  of  this  chamber,  usually  remains  clear. 

WTien  cultivation  has  been  successful,  the  bacteria  may  be  obtained 
either  for  morphological  study  or  for  further 
cultivation,  by  simply  allowing  the  fluid  to 
flow  out  of  the  Uttle  air-tight  chamber  back 
into  the  test  tube.  The  method  is  simple  and 
usually  successful. 

Methods  Based  npon  the  Displacement  of  Air 
by  Hydrogen. — ^The  principle  of  air-displace- 
ment by  hydrogen,  first  utilized  by  Hauser,* 
has  been  widely  applied  to  the  cultivation  of 
anaerobic  bacteria.  In  substance  it  consists 
of  the  conduction  of  a  stream  of  hydrogen 
through  an  air-tight  chamber  in  which  plates 
or  tubes  containing  inoculated  media  have  been 
placed. 

For  the  production  of  the  hydrogen,  the 
most  convenient  apparatus  is  the  Kipp  hydro- 
gen generator  or  some  modification  of  it. 
Hydrogen  is  generated  from  zinc  and  sul- 
phuric acid  and  this  may  be  passed  through 
a  scries  of  Woulfe-bottles,  containing  solu- 
tions of  lead  acetate  and  of  pyrogallic  acid, 
to  remove  traces  of  sulphuretted  hydrogen 
and  of  oxygen,  respectively.  Some  authors 
recommend  also  the  interpolation  of  a  bottle 
containing  Lugol's  solution  to  absorb  traces 
of  acid  vapor,  and  of  one  with  a  silver- 
nitrate  solution  to  take  up  any  hydrogen 
arsenide  which  may  be  derived  from  impurities 
contained  in  the  zinc. 

For  anaerobic  cultivation  upon  solid  media, 
the  inoculated  tubes  or  plates  arc  placed  in  an  apparatus    such  as 
the   Novy  jar.      This  is  connected  with  the  hydrogen  apparatus   and 
hydrogen  allowed  to  flow  through  it  for  ^w^  or  ten  minutes,  and  the 
irtop-cocks  then  closed. 


Fig.  35.  —  Wright's 
Method  of  Anaerobic 
Cultivation  in  Fluid 
Media. 


» Hauaer,  "  Ueber  Faulnissbakterien,"  1885. 
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In  upplyiiig  the  hy<lrogcn  method  tu  fluiil  media,  flatik^  eoiitaininK 
the  broth  an-  fitted  with  sterile,  tightly  tittiiig  rubber  sJtoppers  per- 
forated by  two  holes,  thixjugh  which  glasH  tubes  an'  pa8!»e<i.  (.>iie  of 
these  tiib«'!»,  the  inlet,  ptufiies  below  the  surface  of  the  liquid.  The  otiuT 
Olio,  the  outlet,  extenda  only  a  shoil  distance  below  the  stoppcT  and  is 
alwavH  kept  nbovo  the  surfnce  of  the  medium.  The  flu.xks  are  inocululcd 
and  hydrojjen  is  piussed  tbnnigh  the  medium  so  thiit  it  enters  tlio 
l<mg  tul)o,  bubbles  up  through  the  fluid,  and  leaves  by  thi'  short  tulw. 
The  broth  nuiy  Ix'  covei-ed  with  « 
thin  layer  of  lii]uid  paniflm  or 
aibolin. 

The  Use  ol  Fjngalhc  Acid 
Dissolved  in  Alkaline  Sohitioiu 
for  Oxrcen  Absorption. — liurlmcr' 
has  applied  the  principle  of 
ehemieal  abs<tri»tioii  fur  the  it- 
iiioval  of  oxygen  to  the  cultiva- 
tion of  anaerobic  bacteiia.  This 
ha.s  Ix-en  ni^ide  use  uf  in  a 
numlMT  of  diffen'ut  ways.  Tlie 
method  Is  bjused  upon  the  fad 
that  alkaline  solutions  of  pyro- 
gallo!  possess  the  jxiwer  of  iili- 
sorbing  largi-  iiuantities  of  free 
oxyg«'n.  At  first  such  solutions 
are  of  a  light  straw-colur,  which 
Ixromes  daik  brown  as  oxygen 
is  absorbed.  The  absorption  uf 
all  the  oxygen  in  the  environ- 
ment may  !«■  a.-'suinetl  when 
tlieii-  is  no  fuHher  deeiK-ning  of 
'■■"'  ■«*■--'""  •'-^"-  (Ik.  bn.wn  color. 

Hucbner  first  utilizLtl  this 
princi|)]i'  by  placing  a  small  win'  or  glass  holder  within  a  large  t<'st 
tul)e,  ilropping  dry  pyrogallol  (pyri)gallic  acid)  into  the  hottoni  of  this 
tube,  then  ninning  a  five  [kt  cent  .sodium  hydrate  solution  into  it. 
and  inserting  within  lliis  large  ml)e  a  .iTnaller  lest  tulx-  containing  the 
inocuhiteil  culture  nieiliiiui.      The   large  tula'  was   then  tightly  closed 
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r  space  surrounding  the 


I  with  a  rubber  stopper.  In  this  way,  the  a 
smaller  tube  was  rt'iuipreil  oxygen  fi'ec, 
A  simple  moUifiration  of  the  preceding  method  of  Buchner  haa 
been  devised  by  Wright.'  Stab-cultures  of  gelatin  or  agar  in  test 
tulK'fl  are  nuule  in  the  usual  way.  The  cotton  stopper  nlosing  the  tube 
is  then  ihllist  into  the  tube  to  such  a  depth  that  its  upjKT  end  lies  at 
least  1  cm.  Vvlow  the  mouth  of  the  tube. 
A  small  quantity  of  sodium  or  potassium 
hydratf?  solution  in  whieh  some  pyrogallie 
acid  hafl  been  dissolved,  is  then  allowed  to 
flow  on  to  the  cotton  of  the  plug  and  the 
mouth  of  the  tube  is  immediately  sealed  by 
a  tightly  fitting  rubber  stopper.  The  cotton 
stopixT  in  these  cases  nmst  be  made  of  ab- 
sorbent cotton;  1.5  to  2.5  c.c.  of  the  pyro- 
gallic  acid  solution  is  usually  sufficient  for- 
test  tubes  of  ordinary  size. 

For  cultivation  of  anaerobic  bacteria 
upon  agar  slants,  a  simple  technique  may  be 
applietl  and  easily  improvised  in  the  labora- 
tory as  follows:  The  tube  of  slant  agar  iw 
inoeufatod  with  the  infectious  material  in  the 
usual  way.  It  is  then,  with  stopper  romoveil, 
inverted  into  a  tumbler  or  beaker  containiufj 
about  a  gram  of  dry  pyrogallic  acid.  A 
small  quantity  of  a  five  per  cent  or  three 
per  cent  sodium  hydrate  solution  is  then  run 
into  the  tumbler  and  this  is  covered  with  a 
thin  layer  of  liquid  paraffin  or  albolin  before 

tibe  pyrogailic  acid  has  been  completely  dia- 
^ved.     In  this  way,  completely  anaerobic 
j^nditiotis  are  obtained  in  the  tube  and  the 
ipowth   of   aiiaerobea  takes  place  upon  the 
^Orface  of  the  alaut. 
For  the  cultivation  of  anaerobes  in  Petri 
dishes,  for  purposes    of  separation,  a  combination  of  the  pyrogailic 
aciil   method   and    the   hydrogen  ilisplacoment  methods  is  often  em- 
ployed.    For  this  purpose  the  jars  devised  by  Novy  and   by  Bulloch 
are  extremely  convenient. 

'  Wright,  Jour,  of  the  Boston  S«c.  of  Mi'ii.  Sci.,  Dec,  lOOa 


F  Pr»o- 


3  Acid  So  lotion. 


154 


BIOLOGY  AND  TECHNIQUE 


In  using  the  Novy  jar,  the  inoculated  plates  arc  set  upon  a  wire 
frame  resting  about  an  inch  above  the  bottom  of  the  jar.  The  cover 
is  then  tightly  set  in  plaeeand  the  air  in  the  jar  exhausted  by  means  of  a 
Buction  pump.  The  arrangement  of  the  double  stop-cock  in  the  top 
renders  it  possible  now,  by  simply  turning  this,  to  admit  hydrogen  from 
a  Ivipp  generator  into  the  jar.  The  process  of  alternate  exhaustion  and 
admission  of  hydrogen  may  be 
several  timea  repeated, 

A  combination  of  air  exhaus- 
tion, oxygen  absorption,  and  hy- 
drogen replacement  may  be  prar- 
ticed  in  jars  such  as  that  shonn 
in  Fig.  39.  Tubes  or  plates  aftff 
inoculation  are  placed  in  this  jar, 
on  a  raised  wire  frame.  Dry  py- 
rogallic  acid  is  placed  in  the 
bottom  of  the  jar  and  the  cover 
tightly  fitted.  An  opening  in 
the  side  of  the  jar  connects  its 
interior  with  a  bottle  containing 
sodium  or  potassium  hydrate  so- 
lution. Through  the  stopper  of 
this  bottle  pass  two  gla-ss  tubes, 
one  of  them  of  such  length  that 
it  can  be  pushed  down  into  the 
alkaline  solution,  or  pulled  up- 
ward above  the  level  of  the  fluitl. 
This  tube  connects  the  jar  with 
the  bottle.  The  other  glass  tube 
is  short,  passing  just  through  the 
stopper  and  at  the  top  made  in 
the  form  of  a  T,  one  arm  of  the  T 
being  connected  with  a  Kipp  hytlrogen  generator,  the  other  with  a 
Buction-pump, 

After  the  jar  has  been  sealed,  the  glass  tube  connecting  the  jar  and 
the  bottle  is  raise<l  above  the  level  of  the  fluid  in  the  bottle  an<l,  the  con- 
nection to  the  hydrogen  generator  being  closed,  the  air  in  the  jar  is 
exhausted  with  the  suction-pump.  Connection  to  the  suction  may  then 
be  closed,  and  the  other  arm  of  the  T  Ijeing  open,  hydrogen  is  allowed  to 
flow  into  the  jar.    Alternate  suction  and  hydrogen  replacement  may  be 
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rarriwl  out  two  or  three  times.  After  the  last  exhaustion,  the  glass  tube 
in  the  Imttle  connecting  it  with  the  jar  is  pushed  down  into  the  fluid, 
and  the  vacuum  will  draw  the  so<lium  hydrate  solution  into  the  bottom 
of  the  jar,  disHolving  the  pyi'ogaHol,  which  will  then  absorb  any  traces  of 
[rec  oxygen  remaining  in  the  jar.  Hydrogen  is  again  introduced  and  the 
iir  cloaetl.  If  exhaustion  of  oxygen  has  been  sufficiently  thorough, 
the  pyrogallic  solution  in  the  Ixjttom  of  the  jar  will  remain  light  brown. 

A  simple  method  for  the  separation  of  anaerobes  in  plates  without  the 
ax  of  hydrogen  or  of  specially  constructed  jura,  may  be  carried  out  aa 
follows ' :  The  apparatus  used  consists  of  two  circular  glass  dishes,  fitting 
one  into  the  other  as  do  the  halves  of  a  Petri  dish,  ami  similar  to  these 
in  every  respect  except  that  they  are  higher,  and  that  a  slightly  greater 
space  is  left  between  their  sides  when  they  arc  plai'cd  together.    The 


Trom  hyrtroi 


Flo.  .TO. — Apparatus  ron  C<iMntN 
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dishes  shoul<l  be  about  three-fourths  to  one  inch  in  height,  they  need 
be  of  no  particular  diameter,  although  those  of  about  the  same  si^e  as 
the  u-iual  Petri  dish  are  most  convenient.  An  important  requirement 
nccessarj'  for  the  success  of  the  method  is  that  thi^  trough  left  between  the 
two  plates,  when  put  together,  shall  not  bo  too  broad,  a  quarter  of  an 
inch  being  the  most  favorable. 

Into  the  smaller  of  these  plates  the  inoculated  agar  is  poured  exactly 
as  this  i.s  done  into  a  Petri  dish  in  the  onlinary  aerobic  work.  Pro- 
longed l)oiling  of  the  agar  befoix;  plating  is  not  essential.  When  the  agar 
film  has  become  sufficiently  haid  on  the  bottom  of  the  smaller  dish,  the 
entire  apparatus  is  inverted.     The  smaller  dish  is  now  lifted  out  of  the 

'Ziiuser,  Jour.  Rxp.  Mml.,  viii,  1900. 
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larger,  and  placed,  still  inverted,  over  a  moist  surface — a  towel  or  the 
wet  surfaee  of  the  table — to  prevent  contamination.  Into  tlic  Iwttoin 
of  the  largci'  diHli,  which  now  standi)  open,  there  la  placed  a  quantity 
(about  3  grams)  of  <lry  pyrogallic  acid.  Into  this,  over  the  pyrogallic 
acid,  the  smaller  dish,  still  inverted,  is  then  placed.  A  five  per  cent  solu- 
tion of  sodium  hydrate  Is  poured  into  the  space  left  between  the  sides  of 
the  two  tii.shes,  in  quantity  sufficient  to  fill  the  receiving  dish  one-half 
full.  While  this  is  gradually  dissolving  the  pyrogallic  acid,  alboliii, 
or  any  other  oil  (and  this  is  the  only  step  that  requires  speed),  is 
droppc<l  from  a  pipette,  previously  filled  and  placed  in  readiness,  into 


Fia.  4(1, — Simple  Appasatus  pok  Plate  Cum-iVAViO-'i  oi.  AnaRkobic  Bactskia. 

(Zinsser.) 
the  same  space,  thus  completely  sealing  the  chaniljer  formed  by  the  two 
dinlies. 

If  these  steps  have  been  performed  successfully,  the  pyrogallic  solu- 
tion will  at  this  time  appear  of  a  light  brown  color,  and  the  smaller  plate, 
with  its  agar  film,  will  float  unstca<lily  above  the  other.  Very  rapidly, 
iw  l\u:  pyrogallic  arid  absorbs  the  free  oxygen  in  the  chamber,  this  plate 
i.s  tlrawn  down  close  to  the  other,  and  the  acid  assumes  a  darker  hue, 
which  remains  without  further  deepening  even  after  three  or  four  days' 
incubation. 

THE    XHOUBATIOH    OF    OULTUBBS 

After  bacteria  have  been  transferre<l  to  suitable  culture  media,  it 
13  necessary  to  expose;  them  to  a  temperature  favorable  to  their  develop- 
ment.   In  the  case  of  many  saprophytes,  the  ordinary  room  temiierature 
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Is sulEctontly  near  the  optimum  to  obviate  the  iiac  of  any  spcci&l  appai'a- 
lus  for  maintainitig  a  »uitabk-  tomporaturc ;  in  thu  case  of  most  patho- 
gvnir  bacteria.   how(;vcr,  the  body  temperature  of   man,  37.5°  C,  is 
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mostat.    This  may  be  adjusted  for  gelatin  cultivation  at  20  to  22°  ( 
for  agar,  broth,  or  other  media  at  37.5°  C. 

Incubators,  while  varying  in  detail,  are  all  constructed  upon 
same   principles.     They   consist   of  double-walled   copper   chanil 
which  are  fitted  with  a  set  of  double  doors,  the  outer  being  made  o 
bestos-covered  metal,  the  inner  of  glass.    (See  Fig.  41.)    The  spaci 


Fig.  42. — Thermo-kegulator. 
( Lautenschl&ger . ) 


Fig.  43. — Thermo-regulatoh. 
(Reichert.) 


tween  the  two  walls  is  filled  with  water,  which,  being  a  poor  heat  con 
tor,  tends  to  prevent  rapid  changes  of  temperature  within  the  chai 
as  the  result  of  changes  in  the  external  environment.  Both  i 
are  perforated  above  by  openings  to  admit  thermometers  into  the 
terior  and  one  wall  is  perforated  so  that  a  thermo-regulator  ma 
inserted  into  the  water  jacket.    The  under  surface  of  the  chaml 
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hcateil  l>y  a  gas  flame,  the  size  of  which  is  automatically  regulated 
by  the  themio-regulator. 

A  number  of  thcrfno-regulaiors  are  on  the  market,  all  of  them  con- 
struct<xl  upon  modifications  of  the  same  principle.  One  of  the  most 
efficient  of  those  in  common  use  is  that  shown  in  Fig.  42.  This  con- 
sbUs  of  a  long  tube  of  glass  fitted  with  a  metal  cap  through  which  an  in- 
let lul)c  (-4)  projects  into  the  interior.  Slightly  below  the  middle  of  the 
tul)c  there  is  a  glass  diaphragm  separating  its  interior  into  two  com- 
partments. In  the  middle  of  the  diaphragm  an  aperture  leads  into  a 
spiral  of  glass  which  projects  into  the  lower  compartment.  The  lower 
(Dmpartment  is  filled  with  ether  and  mercury.  The  lower  end  of  the  inlet 
tuU'  (.4)  has  a  wedge-shaped  slit.  The  gas  from  the  supply  pipe 
passing  through  the  tube  (.4)  is  conducted  through  the  slit-like  opening 
in  \U  lower  end  into  the  inner  chamber  and  passes  out  to  the  burner 
through  the  elbow  (B).  When  the  temperature  is  raised,  the  ether  and 
imrrur}'  in  the  lower  chamber  expand  and  the  niercuiy  rises  in  the 
upper chamlxT,  gradually  restricting  the  opening  through  the  V-shaped 
j^lit  in  the  inlet  tube.  Thus  the  gas  supplied  to  the  burner  is 
tliiniuished,  the  flame  reduced,  and  the  temperature  again  falls.  The 
t(*m|HTature  can  be  arbitrarily  adjusted  by  raising  or  lowering 
ilie  inlet  tube.  A  scale  at  the  upper  end  of  the  inlet  tube  allows 
<'\act  adjustment.  Complete  shutting  off  of  the  gas  is  prevented  by  a 
small  circular  opening  placed  in  the  inlet  tube  just  above  the  slit. 

Another  cheaper  and  simpler  thenro-regulator  is  shown  in 
Hj^.  43.  This  consists  of  a  long  tube  open  at  the  top  and  fitted 
iilx)ul  1  \  inches  from  the  top  with  two  hollow  glass  elbows.  One  of  these 
<Hx)W8  remains  oix?n,the  other,  situated  on  a  slightly  lower  level,  is  closed 
by  a  brass  screw-cap. ,  The  tube  is  filled  with  mercury  to  a  point  slightly 
alHJvc  the  level  of  the  elbow  containing  the  screw-cap.  The  height  of 
the  mercury  can  thus  be  increased  or  dccreast»d  by  screwing  in  or  out 
ujxjn  the  cap.  Into  the  upper  end  of  the  tube  there  is  fitted  another 
'it'vice  which  consists  of  a  T-shaped  system  of  glass  tubes,  one  arm 
'>f  the  T  lx»ing  o|x»n  and  the  other  closed,  the  perpendicular  leg  of  the 
T  ta[)ering  to  a  minute  opening  at  the  bottom.  The  gas  passes  into 
one  ami  of  the  T  down  through  the   tapering  leg  and  into  the  space 

• 

JmmediaU^ly  above  the  mercury.  It  then  passes  out  through  the  open 
flhow  of  the  main  tube.  As  the  mercury  rises,  it  gradually  diminishes 
the  space  between  its  surface  and  the  small  opening  in  the  tape»ring  tube 
above  it,  finally  completely  shutting  off  the  gas  from  this  source.  Gas  can 
now  pass  only  through  a  minute  hole  perforating  the  vertical  leg  of  the 
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T  an  inch  above  Jts  end.     The  Same  decreases  and  the  temperature 
again  sinks. 

Since  gas  pressure  in  laboratories  is  apt  to  vary,  it  is  convenient  t« 
inteipose  between  the  gas  supply  and  thermo-rcgulator  some  one  of  the 
various  forms  of  gas-pressure  regulators.  The  use  of  these  is  not  ab- 
solutely necessary  but  aidti  considerably  in  the  maintenance  of  a  con- 
stant temperature.  The  one  most  commonly  employed  ia  the  so-called 
Moitessicr  apparatus.  This  consists  of  a  cylindrical  metal  chamber 
within  which  there  is  fitted  an  inverted  metal  bell.  Glycerin  is  poured 
into  the  cylinder  to  the  depth  of  about  two  inches.    An  inlet  pipe  con- 


Fiu.  44, — MuiTEseiEK  GAa-l'uBsBiiHs  REaui.ATOH. 


ducts  ga.s  into  the  open  space  between  the  top  of  the  glycerin  and  the  bell. 
From  the  top  of  the  bell  is  auspentlcd  a  conical  piece  of  metal  which  hangs 
free  in  the  outlet  pipe.  As  the  gas  pressure  under  the  bell  increases, 
this  is  raised  and  the  opening  of  the  outlet  pipe  is  gradually  diminished 
by  the  cone.  Thus  the  relation  between  the  pressure  in  the  inlet  pipe 
and  the  actual  quantity  of  gas  pa.ssing  through  is  equalized.  A  cup  con- 
nected to  the  top  of  the  bell  through  the  roof  of  the  cylinder  by  a  bar  can 
be  filled  with  birdshot  and  the  pressure  against  the  gas  can  thus  be 
modified  to  conform  with  existing  conditions. 
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Oolony  Stady. — Cultures  are  usually  incubated  for  from  twelve  to 

forty-eight  hours.     CJonsiderable  aid  to  the  recognition  of  species  is 

derived  from  the  observation  of  both  the  speed  of  growth  and  the  ap- 

peiurance  of  the  colonies.    It  is  therefore  necessary  to  proceed  in  the 

study  of  developed  co  onies  in  a  systematic  way.    The  development  of 

colonies  should  be  observed  in  all  cases  both  upon  gelatin  and  upon  agar. 

In  forming  any  judgment  about  colonies,  the  acidity  or  alkalinity,  and 

the  special  constitution  of  the  media  should  be  taken  into  account. 

The  colonics  are  carefully  examined  with  a  hand  lens  and  with  the  low 

power  (Leitz  No.  2,  Zeiss  AA,  Ocular  No.  2)  of  the  microscope.     The 

colonies  should  be  observed  as  to  size,  outline,  transparency,  texture, 

color,  and  elevation  from  the  surface  of  the  media.    Much  information, 


Fig.  45. — Variations   in  the  Conformation  op  the  Borders  of  Bacterial 

Colonies.    (After  Chester.) 


also,  can  be  obtained  by  observing  whether  a  colony  appears  dry, 
mucoid,  or  glistening,  like  a  drop  of  moisture.  By  a  careful  obser- 
vation of  these  points,  definite  differentiation,  of  course,  can  not  usu- 
ally be  made,  but  much  corroborative  evidence  can  be  obtained  which 
may  guide  us  in  the  methods  to  be  adopted  for  further  identification 
and  for  a  final  summing  up  of  species  characteristic  as  a  whole. 

The  Oountmg  of  Bacteria. — It  is  often  necessary  to  determine  the 
number  of  bacteria  per  c.c.  contained  in  water,  milk,  or  other  substances. 
For  this  purpose  definite  quantities  of  the  material  to  be  analyzed  are 
mixed  with  gelatin  or  agar  and  poured  into  Petri  plates.  The  exact 
dilutions  of  the  suspected  material  must  largely  depend  upon  the  number 
of  germs  which  one  expects  to  find  in  it.  The  plates,  if  prepared  with 
gelatin,  are  allowed  to  develop  at  room  temperature  for  twenty-four  to 
11 
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forty-eight  hours.  If  agar  has  hwn  uscti,  thoy  arc  usually  placed  in  the 
incubator  at  37.5°  C.  At  the  enil  of  this  time,  the  colonies  which  have 
developed  arc  cnunu'rated.  For  this  purpose,  a  Petii  dish  is  placed  upon  a 
WolfThugcl  plate.  This  plate  consists  of  a  disk  or  stiuarc  of  glass  which  it 
divided  into  small  squares  of  one  square  centimeter  each.  Diagonal  linos 
of  these  squares  running  at  right  angles  to  each  other  are  subdivided  into 
nine  divisions  each  in  order  to  facilitate  counting  when  the  colonies  arc 
unusually  abundant.  The  Petri  dish  is  placed  upon  the  plate  in  such  a 
way  that  the  center  of  the  dish  corresponds  to  the  center  of  the  plate. 


l-'nj.  40.— WoLfFUiii 


The  colonies  in  a  definite  number  of  squares  arc  then  counteti.  The 
greater  the  nunilxir  of  squares  that  arc  counted  the  more  accurate  the 
estimation  will  be.  \\'hen  the  growth  is  so  abundant  that  only  a  limited 
number  of  squares  can  be  counted,  thesi;  should  !»  chosen  as  much  as 
possible  from  different  parts  of  the  plate,  anil  in  practice  one  counts 
usually  six  squai-es  in  one  ilirection  and  six  at  right  angles  to  these,  so 
as  to  preclude  cri-ors  arising  from  ime<|ual  distribution.  The  final  calcu- 
lation is  then  made  by  ascertaining  the  average  number  of  colonics  con- 
tained in  each  square  ceutimcter.     If  standanl  Petri  dishes  have  been 
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used,  this  is  multiplied  by  63.6,  the  number  of  squares  in  the  area  of  the 

dish,  and  then  by  the  dilution  originally  used. 

Thus  if  twelve  squares  have  been  counted  with  a  total  number  of 

one  hundred  and  forty-four  colonies — the  average  for  each  square  is 

twelve.  Twelve  times  63.6  is  763.2,  which  represents  the  total  number 
of  colonies  in  the  plate.  Now  if  0.1  c.c.  of  the  original  material 
(water  or  milk)  has  been  plated,  this  material  may  be  assumed  to  have 
contained  10  X  763.2,  or  7,632  bacteria  to  each  cubic  centimeter. 

If  dishes  of  an  unusual  size  are  employed,  the  square  area  must  be 
ascertained  by  measuring  the  diameter  and  multiplying  it  by  ;r  (;r  X 
diameter  =  area)  {n  =  3.141592). 


CHAPTER  IX 

METHODS  OF  DETERMINING  BIOLOGICAL  ACTIVITIES  OF  BACTERL\ 

ANIMAL  EXPERIMENTATION 

Oas  Formation. — Bacteria  of  many  varieties  produce  gas  from  the 
proteid  and  the  carbohydrate  constituents  of  their  environment. 

Gas  formation  can  be  observed  in  a  very  simple  manner  by  making 
stab  cultures  in  gelatin  or  agar  containing  the  fermentable  nutrient 
substances.  In  such  cultures  bubbles  of  gas  will  form  along  the  track 
of  the  inoculation,  or,  in  the  case  of  such  semisolid  media  as  the  tube 
medium  of  Hiss,  will  spread  throughout  the  tube.  In  the  case  of  some 
anaerobes  gas  formation  in  stab  cultures  will  occur  to  such  an  extent  that 
the  medium  will  split  and  break.  It  should  be  borne  in  mind  in  carr>^ing 
out  such  methods  that  air  is  readily  carried  into  the  medium  with 
the  inoculating  needle  or  loop  by  splitting  of  the  medium,  also  that 
media  which  have  been  stored  in  the  cold  may  absorb  air.  Expansion 
of  the  air  in  such  tubes  may  simulate  small  amounts  of  gas  formation 
and  lead  to  error.  It  is  advisable,  therefore,  whenever  making  stab 
inoculations  with  the  above  purpose,  to  heat  the  media  and  rapidly 
cool  them  before  use. 

A  more  accurate  method  of  gas  determination  is  by  the  use  of  fer- 
mentation tubes,  such  as  those  devised  by  Smith.  The  gas  which  is 
formed  collects  in  the  closed  arm  of  the  fermentation  tube  and  may  be 
quantitatively  estimated.  The  fermentation,  with  gas  production,  of 
certain  substances  such  as  carbohydrates,  may  be  determined  by  adding 
these  materials  in  a  pure  state  to  the  media  before  inoculation  with 
organisms. 

In  the  case  of  carbohydrates  this  method  has  proved  of  great  differ- 
ential value,  since  the  power  of  splitting  specific  carbohydrates  with  gas 
production  is  a  species  characteristic  of  great  constancy  for  many  forms 
of  bacteria. 

Analysis  of  Gas  Formed  by  Bacteria. — Carbon  Dioxide. — For 
the  estimation  both  qualitatively  and  roughly  quantitatively  of  carbon 
dioxide  produced  by  bacteria,  cultures  are  grown  in  fermentation  tubes 
containing  sugar-free  broth  (see  page  125)  to  which  one  per  cent  of  pure 
dextrose,  lactose,  saccharose,  or  other  sugars  has  been  added.  The  tubes 
are  incubated  until  the  column  of  gas  formed  in  the  closed  arm  no  longer 
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increases  (twenty-four  to  forty-eight  hours).  The  level  of  the  fluid 
in  the  closed  arm  is  then  accurately  marked  and  the  column  of  gas 
measured. 

The  bulb  of  the  fermentation  tube  is  then  completely  filled  with 
^  NaOH  solution,  the  mouth  closed  with  a  clean  rubber  stopper,  and 
the  bulb  inverted  several  times  in  order  to  mix  the  gas  with  the  soda 
solution.  The  tube  is  then  again  placed  in  the  upright  position,  allow- 
ing the  gas  remaining  to  collect  in  the  closed  arm.  The  gas  lost  may 
be  roughly  estimated  as  consisting  of  CO  2. 

Hydrogen. — ^Thc  gas  rem^ing,  after  removal  of  the  CO  2  in  the  pre- 
ceding experiment,  at  least  when  working  with  carbohydrate  solutions. 


Fig.  47. — Types  of  Fermentation  Tubes. 


may  be  estimated  as  hydrogen.  When  allowed  to  collect  near  the  mouth, 
further  evidence  of  its  being  hydrogen  may  be  gained  by  exploding  it 
with  a  lighted  match. 

Hydrogen  Sidphide  (HjS,  Sulphuretted  hydrogen). — In  alkaline 
media  sulphuretted  hydrogen,  if  formed,  will  not  collect  as  gas,  but 
will  form  a  sulphide  with  any  alkali  in  the  solution.  For  the  estimation 
of  the  formation  of  hydrogen  sulphide,  bacteria  are  cultivated  in  a  strong 
pepton  solution  to  which  O.l  c.c.  of  a  one  per  cent  solution  of  ferric 
tartrate  or  lead  acetate  has  been  added.  The  addition  of  these  substances 
gives  rise  to  a  yellowish  precipitate  in  the  bottom  of  the  tubes.    If,  on 
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subsequent  inoculation,  the  bacteria  produce  H...  S,  this  precipitate  will 
turn  black.  The  solution  recommended  by  Pake  for  this  test  is  prepared 
as  follows: 

1.  Weigh  out  30  grams  of  pefJton  and  emulsify  in  200  c.c.  of  tap  water  at  00°  C. 

2.  Wash  into  a  liter  flask  with  80  c.c.  tap  water. 

3.  Add  sodium  chloride  5  grams  and  sodium  phosphate  3  grams. 

4.  Heat  at  100°  C.  for  30  minutes,  to  dissolve  pepton. 

5.  Filter  through  paper. 

6.  Fill  into  tubes,  10  c.c.  each,  and  to  each  tube  add  0.1  c.c.  of  a  one  per  cent 
solution  of  ferric  tartrate  or  lead  acetate.    These  solutions  should  be  neutral. 

7.  Sterilize. > 

Accurate  quantitative  gas  analyses  of  bacterial  culturc^s  can  bo 
made  only  by  the  more  complicated  methods  used  in  chemical  labora- 
tories for  quantitative  gas  analysis.  The  gas,  in  such  cases,  is  collected 
in  a  bell  jar  mounted  over  mercury,  and  subjected  to  analysis  by  the 
usual  method  described  in  works  on  analytical  chemistry. 

Acid  and  Alkali  Fonnation  by  Bacteria. — Many  bacteria  produ(?e  acid 
or  alkaline  reactions  in  culture  media,  their  activity  in  this  respect 
depending  to  a  large  extent  upon  the  nature  of  the  nutrient  material. 
Many  organisms  which  on  carbohydrate  media  produce  acid  will  give 
rise  to  alkali  if  cultivated  upon  media  containing  only  proteids. 

Information  as  to  the  production  of  acid  or  alkali  can  be  obtained 
by  the  addition  of  one  of  a  variety  of  indicators  to  neutral  media.  The 
indicators  most  often  employed  for  this  purpose  are  litmus  or  neutnil 
red.  Changes  in  the  color  of  these  indicators  show  whether  acids  or 
alkalis  have  been  produced. 

Great  help  in  differentiation  is  obtained  by  adding  chemically  pui*e 
carbohydrates  to  media  to  which  litmus  has  been  added  and  then  de- 
termining whether  or  not  acid  is  foiTued  from  the  substances  by  the 
microorganisms.  These  tests  have  been  of  special  importance  in  the 
differentiation  of  the  typhoid-colon  groups  of  bacilli. 

Quantitative  estimation  of  the  degree  of  acidity  or  alkalinity  pro- 
duced by  bacteria  may  be  made  by  careful  titration  of  definite  volumes 
of  the  medium  before  and  after  bacterial  growth  has  taken  place. 

The  variety  of  acid  formed  by  jjacteria  depends  largely  upon  the 
nature  of  the  nutrient  medium.  The  acids  most  commonly  resulting 
from  bacterial  growth  are  lactic,  acetic,  oxalic,  formic,  and  hippuric 
acids.  Qualitative  and  quantitative  estimation  of  these  acids  may  be 
made  by  any  of  the  methods  employed  by  analytical  chemists. 


»  Quoted  from  Eyre,  "  Bact.  Technique,"  Phila.,  1903. 


DETERMINING  BIOLOGICAL  ACTIVITIES  OF  RACTERIA        167 

Indol  Production  by  Bacteria. — Many  bacteria  possess  the  power  of 
piXKluciiij^  indol.  Though  fornK^ly  regarded  as  a  reguhir  acconipani- 
nu-nt  of  proU»id  decomposition,  later  res(?arches  have  shown  that  indol 
prcnluction  Ls  not  always  coexistent  with  putrt»f action  processes  and 
ixrurs  only  when  pepton  is  present  in  the  pabulum. 

Indol  formation  by  bacteria  is  determined  by  the  so-called  nitroso- 
indul  rt»;\ction.  Organisms  are  grown  in  sugar-free  pepton  broth  or  in  the 
pt'pti>n-salt  bouillon  of  Dunham.  (Sec  page  120.)  Media  containing 
fermentable  substances  arc  not  favorable  for  indol  production  since  acids 
interfere  with  its  formation.  The  cultures  are  usually  incubaUxl  for  three 
or  four  days  at  37®  C.  At  the  end  of  this  time,  ten  drops  of  con- 
cent rat<5d  sulphuric  acid  are  run  into  each  tube.  If  a  pink  color 
a[>p4*ars,  indol  is  present,  and  we  gather  the  additional  information 
that  the  microorganism  in  question  has  been  able  to  form  nitrites 
i>y  n»duction  (e.g.,  cholera  spirillum).  If  the  pink  color  does  not 
appear  after  the  addition  of  the  sidphuric  acid  alone,  nitrites  must 
Ik*  supplied.  This  Ls  done  by  adding  to  the  fluid  about  1  c.c.  of  a  0.01 
jx^r  cent  aqueous  solution  of  sodium  nitrite.  The  sodium  nitrite  solu- 
tion dcK\s  not  ke(*p  for  any  length  of  time  and  should  b(»  freshly  made  up 
at  short  intervals. 

Phenol  Production  by  Bacteria. — Phenol  is  often  a  by-product  in  the 
course  of  proteid  cleavage  by  bacteria.  To  determine  its  presence  in 
(•uiturt\s,  bact<»ria  arc  cultivated  in  flasks  containing  about  50-100  c.c. 
of  nutrient  broth.  After  thixH?  to  four  days'  growth  at  37°  C,  5  c.c.  of 
r-onrentrat(»d  HCl  are  added  to  the  cultun*,  the  flask  is  connected  with  a 
condriLscT,  and  about  10-20  c.c.  are  distilled  over. 

To  the  distillate  may  be  added  0.5  c.o.  of  Millon's  reagent  (solution  of 
mercurous  nitrate  in  nitric  acid),  when  a  red  color  will  indicat^^  phenol; 
or  0.5  c.c.  of  a  ferric  chloride  solution,  which  will  give  a  violet  color  if 
phi'nol  Ls  pres(»nt. 

Reducing  Powers  of  Bacteria. — The  power  of  reduction,  po.ssesscxl  by 
manv  bacteria,  is  shown  bv  their  abilitv  to  form  nitrites  from  nitrates. 
This  is  e:usily  demonstrated  by  growing  bacteria  upon  nitrate  broth 
(s«-t'  pag(»  120).  Bacteria  aR^  transferred  to  test  tubes  (containing  this 
.dilution  and  allowed  to  grow  in  the  incubator  for  four  or  five  days. 
The  pn*s<»nce  of  nitrites  is  then  ch(»mically  determined  as  follows:  Two 
test  sfilutions  are  necessary. 

I.  Xaphthylamin 0.1  jn^m. 

Aq.  dest 20.     c.c. 

Acetic  aciii  (25  per  cent)   l.W.    c.c. 
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The  naphthylamm  is  dissolved  in  the  water  by  boiling,  is  then  cooled  and 
filtered  through  paper,  and  to  the  clear  filtrate  is  added  the  acetic  acid. 

II.  Sulphanilic  acid  0.5  gnuns 

Acetic  acid  (dil.  of  1  to  16) 150      c.c. 

The  solutions  are  kept  separate  and  mixed  in  equal  parts  just  before  use. 

To  make  this  test  about  4  c.c.  of  the  culture  fluid  is  poured  into  a 
clean  test  tube,  and  to  it  are  gradually  added  2  c.c.  of  the  mixed  test 
solutions.  A  pink  color  indicates  the  presence  of  nitrites,  the  intensity 
of  the  color  being  proportionate  to  the  amount  of  nitrite  present. 

The  reducing  powers  of  bacteria  may  also  be  shown  by  their  ability 
to  decolorize  litmus,  mcthylene-blue,  and  some  other  anilin  dyes, 
which  on  abstraction  of  oxygen  form  colorless  leukobases. 

Enzyme  Action. — The  action  of  the  enzymes  produced  by  bacteria 
may  be  demonstrated  by  bringing  the  bacteria,  or  their  isolated  fer- 
ments, into  contact  with  the  proper  substances  and  observing  both  the 
physical  and  chemical  changes  produced.  In  obtaining  enzymes  free 
from  living  bacteria,  it  is  convenient  to  kill  the  cultures  by  the  addition 
either  of  toluol  or  of  chloroform.  Both  of  these  substances  will 
destroy  the  bacteria  without  injuring  the  enzymes.  Enzymes  may  also 
be  obtained  separate  from  the  bodies  of  the  bacteria  by  filtration. 

Proteolytic  Enzymes. — ^The  most  common  evidences  of  proteolytic 
enzyme  action  observed  in  bacteriology  are  the  liquefaction  of  gelatin, 
fibrin  or  coagulated  blood-serum,  and  the  peptonization  of  milk.  This 
may  be  observed  both  by  allowing  the  proper  bacteria  to  grow  upon 
these  media,  or  by  mixing  sterilized  cultures  with  small  quantities  of 
these  substances.*  The  produ(;ts  of  such  a  reaction  may  be  separated 
from  the  bacteria  by  filtration  and  then  tested  for  pepton  by  the  biuret 
reaction. 

Proteolytic  '  enzymes  may  also  be  determined  by  growing  the  bac- 
teria upon  fluid  media  containing  albumin  solutions,  blood  serum,  or 
milk  serum,  then  precipitating  the  proteids  by  the  addition  of  ammonium 
sulphate  (about  30  grams  to  20  c.c.  of  the  culture  fluid)  and  warming 
between  50  to  60°  C.  for  thirty  minutes.  The  precipitate  is  then  filtered 
off",  the  filtrate  made  strongly  alkaline  with  NaOH,  and  a  few  drops 
of  copper  sulphate  solution  added.  A  violet  color  indicates  the  pres- 
ence of  pepton — proving  proteolysis  of  the  original  albumin. 


>  Bitter,  Arcliiv  f.  Hyg.,  v.  1880. 

2  JIankin  and  Wesbrook,  Ann.  Past.,  vf,  1892, 
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DiASTATic  Exz^TkiEs. — The  presence  of  diastatic  ferments  may  be 
detormined  by  mixing  broth  cultures  of  the  bacteria  with  thin  starch 
past^.  It  is  necessary  that  both  the  cultures  and  the  starch  paste  be 
absolutely  free  from  sugar.  After  remaining  in  the  incubator  for  five  or 
six  hours,  the  fluid  is  filtered  and  the  filtrate  tested  by  methods  used  for 
determining  the  presence  of  sugars. 

Inverting  Ferments. — Inverting  ferments  are  determined  by  a  pro- 
cedure similar  to  the  above  in  principle.    Dilute  solutions  of  cane  sugar 

are  mixed  with  old  cultures  or 

culture  filtrates  of  the  respective 

bacteria  and  the  mixture  allowed 

to  stand.      It   is   then    filtered, 

and  the  filtrate  tested  for  glucose, 

preferably  by  Fehling's  solution. 


ANIMAL    EXPERIMENTATION 

In  the  study  of  pathogenic 
microorganisms,  animal  experi- 
mentation is  essential  in  many 
instances.  The  virulence  of  any 
given  organism  for  a  definite  ani- 
mal species  and  the  nature  of  the 
lesions  produced  are  character- 
istics often  of  great  value  in 
differentiation.  Isolation,  more- 
over, of  many  bacteria  is  greatly 
facilitated  by  the  inoculation  of 
susceptible  animals  and  recovery 
of  the  pathogenic  organism  from 


^s^ 


O' 


Fig.  48. — Types  op  Gelatin  Liquefac- 
tion BY  Bacteria. 


the  heart's  blood  or  from  the  lesions  produced  in  various  organs.  That 
investigations  into  the  phenomena  of  immunity  would  be  absolutely 
impossible  without  the  use  of  animal  inoculation  is,  of  course,  self- 
evident,  for  by  this  method  only  can  the  action  of  bacteria  in  relation  to 
Uving  tissues,  cells,  and  body-fluids  be  observed . 

The  animals  most  commonly  employed  for  such  observations  are 
guinea-pigs,  white  mice,  white  rats,  and  rabbits.  The  method  of 
inoculation  may  be  either  subcutaneous,  intrapleural,  intraperi- 
toneal, intravenous,  or  subdural,  etc.  It  must  be  borne  in  mind 
always  that  the  mode  of  inoculation  may  influence  the  course  of  an 
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infcctioD  no  less  than  cIogb  the  virulence  of  the  imcroorgani»tn  or  the 
size  of  the  dose. 

Inoculations  are  made  with  some  form  of  hypodermic  needle  fitted  to 


— Intra VEN0D8  Inoculation 


a  syringe.  The  most  convenient  syringes  are  the  all-glass  Liior  or  the 
Debove  nyrinp(rs,  which,  however,  are  expensTve.  Any  fonn  of  sterili^- 
ablc  rtyringe  may  he  used.     In  making  iiio{;ulations  the  hair  of  the 
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should  be  clipped  and  the  skin  disinfected  with  carbolic  acid 
lol. 
cutaneous  inoculations  arc  most  conveniently  made  in  the  abdom- 


Fro.  fil. — Intrapekitoneal  Inoculation  op  Gi 
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all,  whore  the  skin  is  Ihiii.      After  clippinf;  and   sterilizing,  the 
raised  tx.-tw(K'n  the  fin^'ni  uf  the  left  hand  and  the  needle  plunged 
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in  obliquely  so  a^  to  avoid  penetrating  the  abdominal  wall  and  entering 
the  peritoneum. 

In  making  intraperitoneal  inoculations,  great  care  must  be  exercised 
not  to  puncture  the  gut.  This  can  bo  avoided  by  passing  the  needle 
first  through  the  skin  in  an  oblique  direction,  then  turning  it  into  a  posi- 
tion more  vertical  to  the  abdomen  and  perforating  the  muacles  and  perito- 
neum by  a  very  short  and  carefully  executed  stab. 

Intravenous  inoculations  in  rabbits  are  made  into  the  veins  running 
along  the  outer  margins  of  the  ears.  The  hair  over  the  ear  is  clipped  and 
the  animal  held  for  a  short  time  head  downward  so  that  the  vessels 
of  the  head  may  fill  with  blood.    An  assistant  holds  the  animal  firmly  in 


Fro.  63.— RABsrr  Caoe. 

a  horizontal  position,  the  operator  grasps  the  tip  of  the  ears  with  the 
left  hand,  and  carefully  passes  his  needle  into  the  vein  in  the  direction 
as  nearly  as  possible  parallel  to  its  course.    (See  Fig.  50.) 

Mice  are  usually  inoculated  under  the  skin  near  the  base  of  the  tail. 
They  may  be  placed  in  a  jar  over  which  a  cover  of  stilT  wirc-gauKcis 
held.  They  arc  then  grasped  by  the  tail,  by  which  they  are  drawn  up 
between  the  side  of  the  jar  and  the  edge  of  the  wire  cover,  so  that  the 
lower  end  of  the  back  shall  be  easily  accessible.  The  akin  is  then  wiped 
with  a  piece  of  cotton  dipped  in  carbolic  solution  and  the  needle  is  in- 
serted. Great  care  must  l>e  exercised  to  avoid  passing  the  needle  too 
close  to  the  vertebral  column.  Mice  are  extremely  delicate,  and  any 
injury  to  the  spine  usually  causes  immediate  death. 
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The  various  fomis  of  animal  holders  which  have  been  devised  are 
rarely  uecessar\'  in  bacteriological  work  unless  working  unassisted,  im- 
mobilization of  the  animals  being  easily  accomplished  l)y  the  hands  of  a 
skilled  assistant. 

Autopsies  upon  infected  animals  must  be  carefully  made.     The  ani- 
mals are  tied,l)ack  down,  upon  pans  fitted  in  the  corners  with  clamps  for 
the  strings.    They  are  then  moistened  either  with  hot  water  or  with  a 
weak  solution  of  carbolic  acid,  so  that  contamination  by  hair  may  ]>c 
avoided.    A  median  cut  Is  made,  the  skin  is  carefully  dissc^cted  back, 
^d  the  boily  cavities  are  opened  with  sterile  instruments.     Cultures 
may  then  be  taken  from  exudates,  blood,  or  organs  under  precautions 
-"^imilar  to  those  recommended  below  for  similar  procedures  at  autopsy 
upon  man. 

Inoculated  animals  shoukl  be,  if  possible,  kept  separate  from  healthy 
^nimab.  Rabbits  and  guinea-pigs  are  ])est  kept  in  galvanized  iron-wire 
^ages,  which  are  fitted  with  floor-pans  that  can  be  taken  out  and  cleaned 
u.nd  flterfliied.  Mice  may  be  kept  in  batter}^'  jars  fitted  with  perforated 
i^ietal  covers.  The  mice  should  be  supplied  with  large  pieces  of  cotton 
\ipon  batting  since  they  are  delicately  susceptible  to  cold. 


CHAPTER  X 

THE  BACTERIOLOGICAL  EXAMINATION  OF  MATERIAL  FROM 

PATIENTS 

In  making  bacteriological  examinations  of  material  taken  from 
living  patients,  or  at  autopsy,  the  validity  of  result  is  as  fully  dependent 
upon  the  technique  by  which  the  material  is  collected,  as  upon  proper 
manipulation  in  the  later  stages  of  examination. 

Material  taken  at  autopsy  should  be,  if  possible,  directly  transferred 
from  the  cadaver  to  the  proper  culture  media.  If  cultures  are  to  be  taken 
from  the  liver,  spleen,  or  other  organs,  the  surface  of  the  organ  should 
first  be  seared  with  a  hot  scalpel  and  an  incision  made  through  the  cap- 
sule of  the  organ  in  the  seared  area,  with  the  same  instrument.  The 
platinum  needle  can  then  be  plunged  through  this  incision  and  material 
for  cultivation  be  taken  with  little  chance  of  surface  contamination. 
When  blood  is  to  be  transferred  from  the  heart,  the  heart  muscle  may  be 
incised  with  a  hot  knife,  or  else  the  needle  of  a  hypodermic  syringe  may 
be  plunged  through  the  previously  seared  heart  muscle  and  the  blood 
aspirated.  The  same  end  can  be  accomplished  by  means  of  a  pointed, 
freshly  prepared  Pasteur  pipette.  In  taking  specimens  of  blood  at  au- 
topsy it  is  safer  to  take  them  from  the  arm  or  leg,  by  allowing  the  blood 
to  flow  into  a  broad,  deep  cut  made  through  the  sterilized  skin,  than  from 
the  heart,  since  it  has  been  found  that  post-mortem  contamination  of 
the  heart's  blood  takes  place  rapidly,  probably  through  the  large  veins 
from  the  lungs.  Exudates  from  the  pleural  cavities,  the  pericardium, 
or  the  peritoneum  may  be  taken  w^th  a  sterilized  syringe  or  pipette. 

Materials  collected  at  the  bedside  or  in  the  operating-room  should 
be  transferred  directly  to  the  proper  media  or  else  into  sterile  test  tubes 
and  so  sent  to  the  laboratory.  When  the  material  is  scanty,  it  may  be 
collected  upon  a  sterile  cotton  swab,  which  should  be  immediately  re- 
placed in  the  sterilized  containing  tube  and  sent  to  the  laboratory. 

Syringes,  when  used  for  the  collection  of  exudates  or  blood,  should 
be  of  some  variety  which  is  easily  sterilizable  by  dry  heat,  or  boiling. 
Most  convenient  of  the  forms  in  common  use  are  the  all-glass  "  Luer " 
syringe,  or  the  cheaper  "Sub-Q"  model.  Instruments  which  can  be 
sterilized  only  by  chemical  disinfectants  should  not  be  used.     When 
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fluids  are  collected  for  bacteriological  examination,  such  as  spinal  fluid, 
paracentesis  fluid,  or  pleural  exudate,  it  is  convenient  to  have  them  taken 
directly  into  sterilized  centrifuge  tubes,  since  it  is  often  necessary  to 
concentrate  cellular  elements  by  centrifugalization.  By  immediate  col- 
lection in  these  tubes,  the  danger  of  contamination  from  a  subsequent 
transference  is  avoided. 

Ezamination  of  Exudates. — Pus. — Pus  should  first  be  examined 
morphologically  by  some  simple  stain,  such  as  gentian-violet,  and  by 
the  Gram  stain.  It  is  convenient,  also,  to  stain  a  specimen  by  Jenner's 
stain,  in  order  to  show  clearly  the  relation  of  bacteria  to  the  cells. 
Such  morphological  examination  not  only  furnishes  a  guide  to  future 
manipulation,  but  supplies  a  control  for  the  results  obtained  by  cultural 
methods.  Specimens  of  the  pus  are  then  transferred  to  the  proper 
media,  and  pour-plates  made  or  streaks  made  upon  the  surface  of 
previously  prepared  agar  or  serum-agar  plates. 

A  guide  to  the  choice  of  media  is  often  found  in  the  result  of  the 
morphological  examination.  In  most  cases,  it  is  well  also  to  make 
anaerobic  cultures  by  some  one  of  the  simpler  methods.  (See  page 
148  et  seq,) 

The  colonies  which  develop  upon  the  plates  should  be  studied  under  the 
microscope,  and  specimens  from  the  colonies  transferred  to  cover-glasses 
and  slides  for  morphological  examination  and  to  the  various  media  for 
further  growth  and  identification.    Animal  inoculation  and  agglutination 
tests  must  often  also  be  resorted  to.    A  knowledge  of  the  source  of  the 
material  may  furnish  considerable  aid  in  making  a  bacteriological  diag- 
nosis, though  great  caution  in  depending  upon  such  aid  is  recommended. 
In  the  examination  of  peritoneal,  pericardialy  or  pleural  exudates  it  is 
oft<*n  advantageous  to  use  the  sediment  obtained  by  centrifugalization. 
A  differential  count  of  the  cells  present  may  be  of  aid  in  confirming  the 
bacteriological  findings.    Morphological  examination  and  cultural  exam- 
ination are  made  as  in  the  case  of  pus.    Specimens  should  also  in  these 
cases  be  stained  for  tubercle  bacilli.     Whenever  morphological  exami- 
nations of  such  fluids  are  negative,  no  bacteria  being  found,  and  especially 
when  among  the  cellular  elements  the  lymphocj'tcs  preponderate,  the 
search  for  tubercle  bacilli  should  be  continued  by  means  of  animal  inocu- 
lation.    Guinea-pigs  should  be  inoculated  intraperitoneally  from  speci- 
mens of  the  fluid.    The  chances  for  a  positive  result  are  considerably 
increased   if  the  fluid  is  set  away  in  the  ice  chest  until   a  clot  has 
formed  and  the  animals  are  inoculated  with  the  material  from  the 
broken-up  clot. 
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The  routine  examination  of  spinal  fluid  is  best  made  upon  the  sedi- 
ment of  eentrifugalized  specimens.  The  microorganisms  with  which  we 
deal  most  frequently  in  this  fluid  are  the  meningococcus,  the  pneumococ- 
cus,  the  streptococcus,  and  the  tubercle  bacillus.  If  morphological  ex- 
amination reveals  bacteria  resembling  the  first  three  of  these  m  appear- 
ance and  staining-reaction,  surface  smears  should  preferably  be  made 
upon  plates  of  serum  agar,  blood  agar,  or  upon  tubes  of  Loeffler's  co- 
agulated blood-serum.  Failure  to  find  organisms  morphologically  does 
not  exclude  their  presence  and  careful  cultivation  should  be  done  in  all 
cases.  When  organisms  are  not  found  by  shnple  morphological  examina- 
tion and  the  fluid  and  sediment  are  scanty,  specimens  should  be  stained 
by  the  Ziehl-Neelsen  method  for  tubercle  bacilli.  In  such  cases  it  Ls 
often  of  advantage  to  set  away  the  specimen  until  a  thin  thread-like 
clot  of  fibrin  has  formed  in  the  bottom  of  the  tube.  In  smears  of  such 
a  clot,  tubercle  bacilli  are  found  with  far  great(*r  ease?  than  they  arc  found 
in  eentrifugalized  specimens.  If  these  examinations  are  without  result, 
inoculation  of  guinea-pigs  should  be  resoited  to. 

Examination  of  Urine. — Bacteriological  examination  of  the  urine  is 
of  value  only  when  specimens  have  been  taken  with  sterile  cathet^Ts, 
and  care  has  been  exercised  in  the  disinfection  of  the  external  genitals. 
Many  of  the  numerous  finds  of  bacillus  coli  in  urine  are  unquestionably 
due  to  defective  methods  of  collecting  material.  Urine  should  be  een- 
trifugalized and  the  sediment  examined  morphologically  and  pour- 
plates  made  and  surface  smears  made  upon  the  proper  media.  If 
necessaiy,  animal  inoculation  may  be  done.  In  examining  urine  for 
tubercle  bacilli,  special  care  should  be  taken  in  staining  methods  so 
as  to  differentiate  from  Bacillus  smegmatis. 

Examination  of  Feces. — Human  feces  contain  an  enormous  num- 
ber of  ba(;teria  of  many  varieties.  Klein,*  by  special  methods,  es- 
timaU»d  that  there  were  about  7o,00(),00()  bacteria  in  one  milligram 
of  fences.  It  has  been  a  noticeable  result  of  all  the  investigations  upon 
the  feces,  that  although  enormous  numbers  can  be  counted  in  morpho- 
logical specimens,  only  a  dispro])ortionately  smaller  numlx»r  can  be 
cultivated  from  the  same  specimen.  This  is  explicable  upon  the  ground 
that  special  cultui*e  media  are  necessary  for  many  of  the  species  found 
in  intestinal  contents  and  upon  the  consideration  that  many  of  the 
bacteria  which  are  pres(»nt  in  th(*  morphological  specimen  are  deul,  show- 
ing that  there  are  bactericidal  processes  going  on  in  some  parts  of  the 


'  Kkin,  Ref.  Cent.  f.  Bakt.,  I,  xxx,  1901. 
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mt<^inal  tract,  possibly  through  the  agency  of  intestinal  secretions, 
bile,  and  the  action  of  the  products  of  metabolism  of  the  hardier  species 
present.  By  far  the  greater  part  of  the  intestinal  flora  consists  of  mem- 
bers of  the  colon  group,  bacilli  of  the  lactis  aerogenes  group,  Bacillus 
fawalis  alkaligenes,  Bacillus  mesentericus,  and  relatively  smaller  num- 
bers of  streptococci,  staphylococci,  and  Gram-positive  anaerobes.  Many 
other  species,  however,  may  be  present  without  being  necessarily  con- 
sidered of  pathological  significance.  CJertain  writers  have  recently  laid 
mueh  stress  upon  a  preponderance  of  Gram-positive  bacteria  in  speci- 
mens of  feces,  claiming  that  such  preponderance  signifies  some  form 
of  intestinal  disturbance.  Herter  *  has  recently  advanced  the  opinion 
that  the  presence  of  Bacillus  aerogenes  capsulatus  in  the  intestinal  canal 
is  definitely  associated  with  pernicious  anemia.  The  determination  of 
thejK  bacilli  in  the  stools  is  made  both  by  morphological  examination 
by  means  of  Gram  stain  and  by  isolation  of  the  bacteria.  Such  isola- 
tion is  easily  done  by  the  method  of  Welch  and  Nuttal.'  A  suspension 
of  small  quantities  of  the  feces  in  salt  sohition  is  made  and  1  c.c.  of  the 
filtered  suspension  is  injected  into  the  ear  vein  of  a  rabbit.  After  a  few 
niinutes  the  rabbit  is  killed  and  placed  in  the  incubator.  After  five  hours 
of  incubation,  the  rabbit  is  dissected,  and  if  the  Wefch  bacillus  has 
been  present  in  the  feces,  small  bubbles  of  gas  will  have  appeared  in 
the  liver  from  which  the  bacilli  may  be  cultivated  in  anaerobic  stab- 
cultures. 

Bacteriological  examination  of  feces  is  most  often  undertaken  for 
the  isolation  of  Bacillus  typhosus.  This  is  accomplished  with  a  great 
deal  of  difficulty  because  of  the  overwhelming  numbers  of  colon  bacilli 
which  easily  outgrow  the  typhoid  germs,  and  because  of  the  similarity 
of  their  colonies  in  most  media.  Many  methods  have  been  devised  for 
this  purpose,  all  of  which  depend  upon  the  use  of  special  media  aimed 
at  the  inhibition  of  colon  and  other  bacilli  and  the  production  of  recog- 
nizable differences  in  the  colonies  of  typhoid  and  colon  bacilli.  Such 
media  are  those  of  Eisner,  Hiss,  Conradi-Drigalski,  Loeffler,  Hesse,  and 
others,  which  are  described  in  the  section  upon  special  media.  (See  page 
133.)  The  methods  of  using  these  media  will  be  found  described  in  the 
chapter  on  Bacillus  typhosus  (p.  399.) 

Cholera  spirilla  may  be  recognized  in  and  isolated  from  the  stools  of 
patients  by  morphological  examination,  and  by  cultivation.  (See 
section  on  Sp.  cholera?.) 

>  Herter,  "  Common  Bacterial  Infections  of  the  Digestive  Tract,"  N.  Y.,  1907. 
2  Welch  and  Nuiial,    See  ref.  p.  469. 
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For  the  isolation  of  dysentery  bacilli   from  feces,  no  satisfac 
special  methods  have  as  yet  been  devistnl.    Here  we  can  depend  only 
on  careful  plating  upon  agar  and  gelatin  and  extended  colony  ''  fishir 
and  the  study  of  pure  cultures.    The  complete  absence  of  motility 
these  bacteria  is  of  much  aid  in  such  identification. 

The  determination  of  tubercle  bacilli  in  stools  is  difficult  and 
questionable  significance,  in  that  they  may  be  present  in  people  suff 
ing  from  pulmonary  tuberculosis  as  a  consequence  of  swallowing  sputt ' 
or  infected  food,  and  in  that  there  may  be  other  acid-fast  bacilli,  su< 
as  the  timothy  bacillus,  present. 

Blood  Cultures. — The  diagnosis  of  septicemia  can  l>e  positively  mai 
during  life  only  by  the  isolation  of  bacteria  from  the  blood.  Such  e 
inations  are  of  much  value  and.  are  usually  successful  if  the  techniq 
is  properly  carried  out.  A  large  number  of  methods  are  recommend 
the  writers  giving,  however,  only  the  one  which  they  have  fou 
successful  and  simple  for  general  use. 

The  blood  is  taken  by  prcference  from  the  median  basilic  vein  of  tb 
arm.  Jf,  for  some  reason  (both  forearms  having  l)een  used  for  saline 
infusion),  these  veins  are  unavailable,  blood  may  be  taken  from  the 
internal  saphenous  vein  as  it  turns  over  the  internal  malleolus  of  the 
ankle  joint.  The  skin  over  the  vein  should  be  prepared,  preferably  an 
hour  before  the  specimen  is  taken,  with  green  soap,  alcohol,  and  biclilo- 
rid  of  mercur}%  as  for  a  surgical  operation.  The  syringe  which  is  used 
shoidd  be  of  some  sterilizable  variety  (the  most  convenient  the  Luer 
model),  which  is  easily  manipulated  and  does  not  draw  with  a  jerky, 
irregular  motion.  Its  capacity  should  hv  at  least  10  c.c.  It  may  be 
sterilized  by  boiling  for  half  an  hour,  or  preferably,  when  all-glass  syringes 
are  used,  they  may  be  inserted  into  potato-tubes  and  sterilized  at  high 
temperature  in  the  hot-air  chamber.  Before  drawing  the  blood,  a  lin(»n 
bandage  is  wound  tightly  about  the  upper  arm  of  the  patient  in  order  to 
cause  the  veins  to  stand  out  prominently.  When  the  veins  an*  plainly 
in  view,  the  ne(Hlle  may  be  plunged  through  the  skin  into  th(?  vein  in  a 
dir(M!tion  parallel  to  the  vessel  and  in  the  direction  of  the  blood-stream. 
After  perforation  of  the  skin,  while  the  needle  is  groping  for  the  vein, 
gentle  suction  may  be  exerted  with  the  piston.  Gi*eat  care  should  be  ex- 
ercised, however,  that  the  piston  is  not  allowed  to  slip  back,  and  air  be, 
by  accident,  forced  into  the  v(\ssel.  In  most  cases  no  suction  is  necessan', 
the  pressure  of  the  blood  being  sufRcient  to  [)ush  up  the  piston.  After  the 
blood  has  been  drawn,  it  should  be  immediately  transfernnl  to  the  prop(T 
media.     Epstein  has  recently  reconnnended  the  mixtuix?  of  the  blool 
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With  sterile  two  |kt  cent  ammonium  oxalate  solution  in  test  tubes,  liy 
which  means  the  clotting  is  pn^vented,  and  transfers  can  be  made  mure 
leisurely  to  culuiix'  itiedia.  While  this  method  is  convenient  in  castas 
whiTi.'  blijud  must  be  L:iken  at  tioiiic  di^tiinre  from  the  laboratorj',  it  is 


i.  54,^ — Blood-Cowure  Plate  Showing  SrRBPtococcua  Coi 
htilo  of  hemolysis  about  each  colony. 

I  preferable,  whenever  possible,  to  make  cultures  from  the  blood  im- 
I  mediately  at  the  bedside. 

The  choice  of  culture  media  for  blood  cultures  should,  to  a  certain 

extent,  be  adapted  to  each  individual  case.    For  routine  work,  it  is  best 

I  to  employ  glucose-meat-infusion  agar  and  glucose-meat-infusion  broth. 

I  At  least  six  plucose-agar  tubes  should  be  melted  and  imnierse<l  in  water 

I   at  45°  C    Before  the  blood  is  mixed  with  the  medium,  the  agar  should  be 
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cooled  to  41°  in  order  that  bacteria,  if  present,  may  not  be  injured  by 
the  heat.  The  blood  is  added  to  the  tubes  in  varying  quantities,  ranging 
from  0.25  to  1  c.c.  each,  in  order  that  diffei-ent  degrees  of  concentration 
may  be  obtained.  Mixing  is  accomplished  by  the  usual  dipping  and 
rotary  motion,  the  formation  of  air-bubbles  being  thus  avoided.  The 
mouth  of  each  test  tube  should  be  passed  through  the  flame  before  pour- 
ing the  contents  into  the  plates.  Three  flasks  of  glucose  broth,  contain- 
ing 100  to  150  c.c.  of  fluid  each,  should  be  inoculated  with  var}^ing 
quantities  of  blood — at  least  one  of  the  flasks  containing  the  blood  in 
high  dilution.  The  most  stringent  care  in  the  withdrawal  and  replace- 
ment of  the  cotton  stoppers  should  be  exercised.*  The  writers  have 
found  it  convenient  to  use,  in  place  of  one  of  these  flasks,  one  containing, 
in  addition  to  the  glucose,  1  gm.  of  powdered  calcium  carbonate. 
This  insures  neutrality,  permitting  pneumococci  or  streptococci,  which 
are  sensitive  to  acid,  to  develop  and  retain  their  vitality. 

In  making  blood  cultures  from  typhoid  patients,  various  methods 
have  been  recommended.  Buxton  and  Coleman  ^  have  obtained  excel- 
lent results  by  the  use  of  pure  ox-bile  containing  ten  jx^r  cent  of  glycerin 
and  two  per  cent  of  peptone  in  flasks.  The  writers  have  had  no  difl^culty 
in  obtaining  typhoid  cultures  by  the  use  of  slightly  acid  meat-extract 
broth  in  flasks  containing  200  or  more  c.c.  to  which  comparatively 
little  blood  has  been  transferred  in  order  to  insure  high  dilution. 

In  estimating  the  results  of  a  blood  culture,  the  exclusion  of  contami- 
nation usually  offers  little  difficulty.  If  the  same  microorganism  ap- 
pears in  several  of  the  plates  and  flasks,  if  colonies  upon  the  plates  luv 
well  distributed  within  the  center  and  under  the  surface  of  the  medium, 
and  if  the  microorganisms  thenoeelves  belong  to  species  which  commonly 
cause  septicemia,  such  as  streptococcus  and  pneumococcus,  it  is  usually 
safe  to  assume  that  they  have  emanated  from  the  patient's  circulation. 
When  colonies  are  present  in  one  plate  or  in  one  flask  only,  when  they 
are  situated  only  near  the  edges  of  a  plate  or  upon  the  surface  of  the 
medium,  and  when  they  belong  to  varieties  which  arc  often  found  sapro- 
phytic upon  the  skin  or  in  the  air,  they  must  be  looked  upon  with  ex- 
treme suspicion.  It  is  a  good  rule  to  look  upon  all  staphylococcus  blood 
cultures  skeptically,  discarding  Staphylococcus  albus  as  a  contamina- 
tion, and  taking,  if  possible,  another  corroborative  culture  when  the 
organism  is  Staphylococcus  pyogenes  aureus. 

*  Small  Florence  flasks  are  preferable  to  the  Erienmeyer  flasks  usually  employed. 
«  Buxton  and  Coleman,  Am.  Jour,  of  Med.  Sci.,  1907. 
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CHAPTER   XI 


FUNDAMENTAL  FACTORS  OF  PATHOGENICITY  AND  INFECTION 

When  microorganisms  gain  entrance  to  the  animal  or  human  body, 
and  give  rise  to  disease,  the  process  is  spoken  of  as  infection. 

Bacteria  are  ever  present  in  the  environment  of  animals  and  human 
beings  and  some  find  constant  lodgment  on  various  parts  of  the  body. 
The  mouth,  the  nasal  passages,  the  skin,  the  upper  respiratory  tract,  the 
conjunctiva?,  the  ducts  of  the  genital  system,  and  the  intestines  are 
invariably  inhabited  by  numerous  species  of  bacteria,  which,  while  sub- 
ject to  no  absolute  const£>ncy,  conform  to  more  or  less  definite  charac- 
teristics of  species  distribution  for  each  locality.  Thus  the  colon  organ- 
isms are  invariably  present  in  the  normal  bowel,  Doderlein's  bacillus 
in  the  vagina.  Bacillus  xerosis  in  many  normal  conjimctivap,  and  staphy- 
lococcus, streptococcus,  various  spirilla,  and  pneumococcus  in  the  mouth. 
In  contact,  therefore,  with  the  bodies  of  animals  and  man,  there  is  a  large 
flora  of  microorganisms,  some  as  constant  parasites,  othei*s  as  transient 
invaders;  some  hannless  saprophytes  and  others  capable  of  becoming 
pathogenic.  It  is  evident,  therefore,  that  the  production  of  an  infection 
must  depend  upon  other  influences  than  the  merc  presence  of  the  micro- 
organisms and  their  contact  with  the  body,  and  that  the  occurrence  of 
the  reaction — for  the  phenomena  of  inflection  are  in  truth  reactions  be- 
tween the  germ  and  the  body  defenses — is  governed  by  a  number  of 
important  secondary  factors. 

In  order  to  cause  infection,  it  is  necessary  that  the  bacteria  shall  gain 
entrance  to  the  body  by  a  path  adapted  to  their  own  respective  cultural 
requirements,  and  shall  be  permitted  to  proliferate  after  gaining  a  foot- 
hold. Some  of  the  bacteria  then  cause  disease  by  rapid  multiplication, 
progressively  inva^ling  more  and  more  extensive  areas  of  the  animal 
tissues,  while  others  may  remain  localized  at  the  point  of  invasion  and 
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exert  their  harmful  action  chiefly  by  local  growth  and  the  elaboration  of 
specific  poisons. 

The  inciting  or  inhibiting  factors  which  permit  or  prohibit  an  in- 
fection are  dependent  in  part  upon  the  nature  of  the  invading  germ  and 
in  part  upon  the  conditions  of  the  defensive  mechanism  of  the  subject 
attacked. 

Bacteria  are  roughly  divided  into  two  classes,  saprophytes  and 
parasites.  The  saprophytics  are  those  bacteria  which  thrive  best  on 
dead  organic  matter  and  fulfill  the  enormously  important  function  in 
nature  of  reducing  by  their  physiological  activities  the  excreta  and 
dead  bodies  of  more  highly  organized  forms  into  those  simple  chemical 
substances  which  may  again  be  utilized  by  the  plants  in  their  con- 
structive processes.  The  saprophytics,  thus,  are  of  extreme  importance 
in  maintaining  the  chemical  balance  ]>etween  the  animal  and  plant 
kingdoms.  Parasites,  on  the  other  hand,  find  the  most  favorable 
conditions  for  their  development'  upon  the  living  Ixxlies  of  higher  fonns. 

While  a  strict  separation  of  the  two  divisions  can  not  be  made,  nu- 
merous species  forming  transitions  between  the  two,  it  may  Ix)  said 
that  the  latter  class  comprises  most  of  the  so-called  pathogenic  or 
disease-producing  bacteria.  Strict  saprophytes  may  cause  disc»ase, 
but  only  in  cases  where  other  factors  have  brought  al)out  the  death 
of  some  part  of  the  tissues,  and  the  bacteria  invade  the  necrotic 
areas  and  break  down  the  proteids  into  poisonous  chemical  sub- 
stances such  as  ptomains,  or  through  their  own  destruction  give 
rise  to  the  liberation  of  toxic  constituents  of  their  bodies.  It  is 
necessary,  therefore,  that  bacteria,  in  order  to  incite  disease, 
should  belong  strictly  or  facultatively  to  the  class  known  as  para- 
sitic. It  must  not  be  forgotten,  however,  that  the  terms  arc  relative, 
and  that  bacteria  ordinarily  saprophytic  may  develop  parasitic 
and  pathogenic  powers  when  the  resisting  forces  of  the  invaded 
sui)ject  are  reduced  to  a  minimum  by  chronic  constitutional  disease 
or  other  causes. 

Organisms  that  are  parasitic,  however,  are  not  necessarily  pathog(\.ic, 
and  there  are  certain  more  or  less  fundamental  requirements  which 
experience  has  taught  us  must  be  met  by  an  organism  in  order  that  it 
may  be  infectious  (or  pathogenic)  for  any  given  animal;  and  by  infec- 
tiousness is  meant  the  ability  of  an  organism  to  live  and  multiply  in  the 
animal  fluids  and  tissu(\s.  For  instance,  an  organism  w^hich  is  shown 
not  to  grow  at  th(?  body  temperature  of  warm-blooded  animals  may 
safely  be  assumed  not  to  be  infectious  for  such  animals;  and  experience  is 
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gradually  teaching  us  that  strictly  aerobic  organisms,  those  thriving 
only  in  the  presence  of  free  oxygen  and  not  able  to  obtain  this  gas  in 
available  combination  from  carbohydrates,  can  also  be  safely  excluded 
from  the  infectious  class.  We  have  also  learned  that  anaerobic  organ- 
isms, although  infectious  when  gaining  entrance  to  tissues  not  abun- 
dantly supplied  with  blood,  are  practically  unable  to  multiply  in  the 
blood  stream  and  give  rise  to  generalized  infection. 

The  pathogenic  microorganisms  differ  very  much  among  themselves 
in  the  degree  of  their  disease-inciting  power.  Such  power  is  known  as 
virulence.  Variations  in  virulence  occur,  not  only  among  different 
species  of  pathogenic  bacteria,  but  may  occur  within  the  same  species. 
Pneumococci,  for  mstance,  which  have  been  kept  upon  artificial  media 
or  in  other  unfavorable  environment  for  some  time,  exhibit  less  viru- 
lence than  when  freshly  isolated  from  the  bodies  of  man  or  ani- 
mals. It  is  necessary,  therefore,  in  order  to  produce  infection,  that 
the  particular  bacterium  involved  shall  possess  sufficient  virulence. 

Whether  or  not  infection  occurs  depends  also  upon  the  number  of 
bacteria  whicK  gain  entrance  to  the  animal  tissues.  A  small  number  of 
bacteria,  even  though  of  projxjr  species  and  of  sufficient  virulence,  may 
easily  be  overcome  by  the  first  onslaught  of  the  defensive  forces  of  the 
ixxly.  Bacteria,  therefore,  must  be  in  sufficient  number  to  overcome  local 
defenses  and  to  gain  a  definite  foothold  and  carry  on  their  life  processes, 
Ix'fon^  they  can  give  rise  to  an  infection.  The  more  virulent  the  genn, 
othc»r  conditions  being  equal,  the  smaller  the  number  necessary  for  the 
pro<luction  of  disease.  The  introduction  of  a  single  individual  of  the 
anthrax  species,  it  is  claimed,  is  often  sufficient  to  cause*  fatal  infection; 
while  forms  less  well  adapted  to  the  parasitic  mode  of  life  will  gain  a 
foothold  in  the  animal  body  only  after  the  introduction  of  large  numbers. 

The  Path  of  Infection. — The  portal  by  which  bacteria  gain  entrance 
to  the  human  body  is  of  great  importance  in  determining  whether  or  not 
dise:ise  shall  occur.  Typhoid  bacilli  iiibbed  into  the  abraded  skin  may 
give  rise  to  no  reaction  of  importance,  while  the  same  microorganism, 
if  swallowed,  may  cause  fatal  infection.  Conversely,  virulent  strepto- 
cocci, when  swallowed,  may  cause  no  harmful  effects,  while  the  same 
bacteria  rubbed  into  the  skin  may  give  rise  to  a  severe  reaction. 

Animals  and  man  are  protected  against  invasion  by  bacteria  in 
various  ways.  Externally  the  body  is  guarded  by  its  coverings  of  skin 
and  mucous  membranes.  When  these  are  healthy  and  undisturbed, 
microorganisms  are  usually  held  at  bay.  While  this  is  true  in  a  gen- 
eral  way    b*vcteria  may  in  occasional  cases  pass  through   uninjured 
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skin  and  mucosa.  Thus  the  Austrian  Plague  Commission  found  that 
guinea-pigs  could  be  infected  when  plague  bacilli  w(Te  rubbed  into  the 
shaven  skin,  and  th(^re  can  hardly  be  much  doubt  of  the  fact  that 
tubercle  bacilli  may  occasionally  pass  through  the  inti?stinal  mucosa  into 
the  lymphatics  without  causing  local  lesions. 

Even  after  bacteria  of  a  pathogenic  species,  in  large  numl)ers  and  of 
adequate  virulence,  have  passed  through  a  locally  undefend(»d  art^a  in 
the  skin  or  mucosa  of  an  animal  or  a  human  being  ]:)y  a  path  most  favor- 
ably adapted  to  them,  it  is  by  no  means  certain  that  an  infection  will 
take  place.  The  bodies  of  animals  and  of  man  have,  as  wc  shall  s(v,  at 
their  disposal  (^eitain  general,  systemic  weapons  of  d(»fensc%  both  in  th(» 
blood  serum  and  the  cellular  elements  of  blood  and  tissues  which,  if 
normally  vigorous  and  active,  will  usually  overcome  a  certain  numl>er 
of  the  invading  bacteria.  If  these  d(»fenses  are  abnormally  depressed, 
or  the  invading  microorganisms  are  disproportionately  virulent  or  pl(»n- 
tiful,  infection  takes  place. 

Bacteria,  after  gaining  an  entrance  to  the  body,  may  give  rise  merely 
to  local  inflammation,  necrosis,  and  abscess  formation.  They  may,  on 
the  other  hand,  from  the  local  lesion,  gain  entrance  into  the  lymphatics 
and  blood-vessels  and  l)e  carried  freely  into  the  circulation,  where,  if  they 
survive,  the  resulting  condition  is  known  as  bacteriemia  or  septicemia. 
Carried  by  the  blood  to  other  parts  of  the  body,  they  may,  under  favor- 
able circumstances,  gain  foothold  in  various  organs  and  give  risci  to 
secondary  foci  of  inflammation,  necrosis,  and  a])scess  formation.  Such 
a  condition  is  known  as  pt/cmia.  The  dis(»as(»  processes  arising  as  the 
result  of  bacterial  invasion  may  depend  wholly  or  in  part  upon  the 
mechanical  injury  produccnl  by  the  process  of  inflammation,  the  dis- 
turbance of  fimction  caustnl  by  th(»  pn»senc('  of  the  bacteria  in  the  capil- 
laries and  tissue  si)aces,  and  the  absorption  of  the  necrotic  products 
resulting  from  the  n^acticm  ])etween  the  body  cells  and  the  micro- 
organisms. To  a  large  extent,  however,  infectious  diseases  are  char- 
actcM'ized  by  th(»  symptoms  resulting  from  the  absorption  or  diffusion 
of  the  poisons  produccnl  by  the  bacterin  themselves. 

Bacterial  Poisons. — It  was  plain,  even  to  the  earliest  students  of  this 
subject,  that  men^  mechanical  capillary  obstruction  or  the  absolution 
of  the  products  of  a  local  inflammation  weiv  insufficient  to  explain  the 
profound  systemic  disturbances  which  accompany  many  bacterial  in- 
fections. Th(»  v(My  natun*  of  bact(»rial  disease,  then^fore,  suggested  the 
pn^sence  of  poisons. 

It  w^as  in  his  invc^stigutions  into  tlu*  nature  of  these  poisons  that 
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Brieger  *  was  led  to  the  discovery  of  the  ptomains.  These  bodies,  first 
Isolated  by  him  from  decomposing  beef,  fish,  and  human  cadavers,  have 
found  more  extended  discussion  in  another  section.  Accurately  classified, 
they  are  not  true  bacterial  poisons  in  the  sense  in  which  the  term  is 
now  employed.  Although  it  is  true  that  they  are  produced  from  pro- 
t(ud  niat<?rial  by  bactc^rial  action,  they  are  cleavage  products  derived 
from  the  culture  medium  upon  the  composition  of  which  their  nature 
intimately  depends.  The  bacterial  poisons  proper,  on  the  other  hand, 
are  specific  products  of  the  bacteria  themselves,  dependent  upon  the 
nature  of  the  medium  only  as  it  favors  or  retards  the  full  development 
of  the  physiological  functions  of  the  microorganisms.  The  poisons,  pro- 
duced to  a  greater  or  lesser  extent  by  all  pathogenic  microorganisms, 
may  be  of  several  kinds.  The  true  toxins,  in  the  specialized  meaning 
which  the  term  has  acquired,  are  soluble,  truly  secretory  products  of 
the  bacterial  cells,  passing  from  them  into  the  culture  medium  during 
their  life.  Th(»y  may  be  obtained  free  from  the  bacteria  by  filtration  and 
in  a  purer  state  from  the  filtrates  by  chemical  precipitation  and  a  vari- 
ety of  other  methods.  The  most  important  examples  of  such  poisons 
are  those  elaborated  by  Bacillus  diphtheriae  and  Bacillus  tetani.  If 
cultun^s  of  these  bacteria  or  of  others  of  this  class  are  grown  in  fluid 
mc»dia  for  several  days  and  the  medium  is  then  filtered  through  porce- 
lain candles,  the  filtrate  will  be  found  toxic  often  to  a  high  degree,  while 
the  rt»sidue  will  be  either  inactive  or  comparatively  weak.  Moreover, 
if  the  residue  possesses  any  toxicity  at  all,  the  symptoms  evidencing 
this  will  hoi  different  from  those  produced  by  the  filtrate. 

There  arc  other  microorganisms,  however,  notably  the  cholera 
spirillum  and  the  typhoid  bacillus,  which  act  in  an  almost  diametrically 
opposed  manner.  If  these  bacteria  are  cultivated  and  separated  from 
the  culture  fluid  by  filtration  in  the  method  described  above,  the  fluid 
filtrate  will  be  toxic  to  only  a  very  slight  degree,  whereas  the  residue  may 
prove  \Qry  poisonous.  In  these  cases,  we  are  dealing,  evidently,  with 
poisons  not  secrcted  into  the  medium  by  the  bacteria,  but  rather  at- 
tach<Hl  more  or  less  firmly  to  the  bacterial  body.  Such  poisons,  separable 
from  the  bacteria  only  after  death  by  some  method  of  extraction,  or  by 
autolysis,  are  termed  endotoxins.  The  greater  number  of  the  patho- 
genic bacteria  seem  to  act  chiefly  by  means  of  poisons  of  this  class. 
The  first  to  call  attention  to  the  existence  of  such  intracellular  poisons 
was  Buchner,  who  formulated  his  conclusions  from  the  results  of  ex- 
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periments  made  with  a  number  of  microorganisms,  notably  the  Fried- 
lander  bacillus  and  Staphylococcus  pyogenes  aureus,  with  dead  cultures 
of  which  he  induced  the  formation  of  sterile  abcesses  in  animals  and 
symptoms  of  toxemia.  The  conception  of  "  endotoxins,"  subsequently, 
however,  received  its  clearest  and  most  definite  expression  in  the  work 
of  Pfeiflfer  *  on  cholera  poison. 

Some  clarity  of  conception,  based  on  visual  perception,  may  possibly 
be  gained  by  comparing  some  of  the  products  of  pathogenic  bacteria 
with  bacterial  pigments  and  with  insoluble  interstitial  or  intercellular 
substance,  which  may  be  seen  accompanying  bacteria  in  cover-glass 
preparations.  Soluble  toxic  secretions  are  to  be  compared  to  such  pig- 
ments as  the  pyocyanin  of  Bacillus  pyocyaneus,  which  is  so  readily 
soluble  in  culture  media;  endotoxins  proper,  to  pigments  confined  to 
the  bacterial  cell,  or  at  least,  when  secreted,  being  insoluble  in  culture 
media,  such  for  instance  as  the  well-known  red  pigment  of  Bacillus  pro- 
digiosus,  which  may  often  be  seen  free  among  the  bacteria  in  irregular 
red  granules  like  carmine  powder.  That  bodies  such  as  this  latter  might 
be  extruded  from  pathogenic  bacteria  and  not  be  soluble  in  the  usual  cul- 
ture fluids,  is  not  improbable,  and  the  fact  that  more  or  less  insoluble 
interstitial  substances  are  not  infrequent  among  bacteria  is  well  known. 

In  all  bacterial  bodies,  after  removal  of  toxins  and  endotoxins,  a 
certain  proteid  residue  remains  which,  if  injected  into  animals,  may 
give  rise  to  localized  lesions  such  as  abscesses  or  merely  slight  temporary 
inflammations.  The  nature  of  this  residue  has  been  carefully  studied, 
especially  by  Buchner,  who  has  named  it  bacterial  protein  and  he 
believes  the  substance  to  be  approximately  the  same  in  all  bacteria, 
without  specific  toxic  action,  but  with  a  general  ability  to  exert  a  positive 
chemotactic  effect  on  the  white  blood  cells,  thereby  causing  the  fonna- 
tion  of  pus.  The  nature  of  the  bacterial  proteins  is  by  no  means  clear, 
and  it  is  still  in  doubt  whether  the  separation  of  these  substances  from 
the  endotoxins  can  be  upheld. 

A  number  of  bacteria  may  give  rise  to  both  varieties  of  poisons. 
Thus,  recently,  Kraus  has  claimed  the  discovery  of  a  soluble  toxin  for 
the  cholera  spirillum  and  Doerr  for  the  dysentery  bacillus,  both  of  which 
microorganisms  were  regarded  as  being  purely  of  the  endotoxin-pro- 
ducing  type. 

It  is  plain,  moreover,  that  occasionally  it  may  be  very  difficult  to 
distinguish  between  a  soluble  toxin  and  an  endotoxin.    In  the  filtration 

»  Pfeiffer,  Zeit.  f.  Hyg.,  xl,  1892. 
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experiment  recorded  above,  it  might  well  be  claimed  that  the  toxicity 
of  the  filtrate,  when  not  very  strong,  may  depend  upon  an  extraction 
of  endotoxins  from  the  bodies  of  the  bacteria  by  the  medium.  The 
final  test,  in  such  instances,  lies  in  the  power  of  true  toxins  to  stimu- 
late* in  animals  the  production  of  antitoxins;  for,  as  we  shall  see  later, 
the  injection  of  true  soluble  toxins  into  animals  gives  rise  to  antitoxins, 
whereas  the  formation  of  such  neutraUzing  bodies  in  the  serum  or  plasma 
dtx^s  not,  it  is  claimed,  follow  the  injection  of  endotoxins.  This  distinc- 
tion will  become  clearer  as  we  proceed  in  the  discussion  of  immunity.  It 
must  not  be  forgotten,  however,  that  our  knowledge  of  bacterial  poisons 
is  by  no  means  complete,  and  that  sharp  distinctions  as  those  given  above 
must  l)e  regarded  to  a  certain  extent  as  tentative. 

In  resistance  to  chemical  action  and  heat,  the  various  poisons  show 
widely  divergent  properties.  As  a  general  rule,  most  true  soluble 
toxins  are  delicately  themiolabile,  they  are  destroyed  by  moderate 
luxating,  and  deteriorate  easily  on  standing.  Their  chemical  nature  is 
by  no  means  clear,  but,  on  precipitation  of  toxic  solutions  with  mag- 
nesium sulphate,  these  poisons  come  down  together  with  the  globulins. 
The  nature  of  the  endotoxins  is  still  less  clearly  understood.  Most  of 
them,  while  less  labile  than  the  extracellular  poisons,  are,  nevertheless, 
destroyed  by  exposure  to  70°  C.  On  the  other  hand,  certain  specific  and 
|x>werful  intracellular  poisons,  like  those  of  the  (iartner  bacillus  of  meat 
|X)isoning,  may  undergo  exposure  to  even  1(K)°  C.  and  still  retain  their 
toxic  properties.  The  nature  of  each  individual  poison  will  be  discussed 
in  connection  with  its  microorganism. 

The  Mode  of  Action  of  Bacterial  Poisons. — Close  study  of  the  toxic 
products  of  various  microorganisms  has  shown  that  many  of  the  bac- 
terial poisons  possess  a  mon?  or  less  definite  selective  action  upon  special 
tb*sues  and  organs.  Thus,  certain  soluble  toxins  of  the  tetanus  bacillus 
and  Bacillus  botulinus  attack  specifically  the  nervous  system.  Again, 
certiiin  poisons  elaborated  by  the  staphylococci,  the  tetanus  bacillus, 
the  stn»pt.ococci,  and  other  genns,  the  so-called  "hemolysins,"  attack 
primarily  the  n»(l  blood  corpuscles.  Other  poisons  again  act  on  the 
white  blood  corpuscles;  in  short,  the  characteristic  affinity  of  specific 
bacterial  poisons  for  certain  organs  is  a  wid(»ly  recognized  fact. 

In  explanation  of  this  bc^havior,  much  aid  has  been  given  by  the 
n^searches  of  Meyer,*  Overton,'  Ehrli(^h,'  and  others  upon  the  causes  for 

«  Meyer,  Arch.  f.  exper.  Pathol.,  1899,  1901. 

^OiHrUpfiy  "Studieii  iib.  d.  Narkosc,"  Jona,  1901. 

'  Ehrlich,  "SauerstofTs-Bodiirfniss  des  Or^iiiisrnus."  BerHn,  1S85. 
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the  analogous  selective  behavior  of  various  narcotics  and  alkaloids. 
It  seems  probable,  from  the  researches  of  these  men,  that  the  selective 
action  of  poisons  depends  upon  the  ability,  chemical  or  physical  or  both, 
of  the  poisons  to  enter  into  combination  with  the  specifically  affected 
cells.  From  the  nature  of  the  combinations  formed,  it  seems  not  unlikely 
that  the  physical  factors,  such  as  solubility  in  the  cell  plasma,  may  also 
play  an  important  part. 

Observations  of  a  more  purely  bacteriological  nature  have  tended 
to  bear  out  these  conclusions.  Wassermann  and  Takaki,^  for  instance, 
have  shown  that  tetanus  toxin,  which  specifically  attacks  the  nervous 
system,  may  be  removed  from  solution  by  the  addition  of  brain  sub- 
stance. Removal  of  the  brain  tissue  by  centrifugation  leaves  the  solu- 
tion free  from  toxin.  In  the  same  way  it  has  been  shown  that  hemo- 
lytic poisons  can  be  removed  from  solutions  by  contact  with  red 
blood  cells,  but  only  when  the  red  blood  cells  of  susceptible  species  are 
employed. 

Similar  observations  have  been  made  in  the  case  of  leukocidin,  a 
bacterial  poison  acting  upon  the  white  blood  cells  specifically.' 

That  bacterial  poisons  injected  into  susceptible  animals  rapidly 
disappear  from  the  circulation  is  a  fact  which  bears  out  the  view  that 
a  combination  between  affected  tissue  and  toxin  must  take  place. 
Donitz,'  for  instance,  has  shown  that  within  four  to  eight  minutes  after 
the  injections  of  certain  toxins,  considerable  quantities  will  have  dis- 
appeared from  the  circulation.  Conversely,  Metchnikoff  *  has  ob- 
served that  tetanus  toxin  injected  into  insusceptible  animals  (lizards) 
may  be  detected  in  the  blood  stream  for  as  long  as  two  months  after 
administration. 

»  Wassermann  und  Takaki,  Berl.  klin.  Woch.,  1898. 

^  Sachs,  Hofmeister's  Beitrfige,  11,  1902. 

» DoniU,  Deut.  med.  Woch.,  1897. 

*  Metchnikoff,  ''L 'immunity  dans  les  maiad.  infect." 


CHAPTER  XII 

DEFENSIVE  FACTORS  OF  THE  ANIMAL  ORGANISM 

GENERAL   CONSIDERATIONS 

We  have  seen  that  the  mere  entrance  of  a  pathogenic  microorganism 
into  the  human  or  animal  body  through  a  breach  in  the  continuity  of 
the  mechanical  defenses  of  skin  or  mucosa  does  not  necessarily  lead  to 
the  development  of  an  infection.  The  opportunities  for  such  an  invasion 
are  so  numerous,  and  the  contact  of  members  of  the  animal  kingdom  with 
the  germs  of  disease  is  so  constant,  that  if  this  were  the  case,  sooner  or 
later  all  would  succumb.  It  is  plain,  therefore,  that  the  animal  body 
must  possess  mor  ^  subtle  means  of  defense,  by  virtue  of  which  pathogenic 
germs  arc,  even  after  their  entrance  into  the  tissues  and  fluids,  dis- 
posed of,  or  at  least  prevented  from  proliferating  and  elaborating  their 
poisons.  The  power  which  enables  the  body  to  accomplish  this  is  spoken 
of  as  resistance.  When  this  resistance,  which  in  some  degree  is  com- 
mon to  all  members  of  the  animal  kingdom,  is  especially  marked,  it  is 
spoken  of  as  **  immunity.'* 

From  this  it  follows  naturally  that  the  terms  resistance  and  immunity, 
as  w^ell  as  their  converse,  susceptibility,  are  relative  and  not  absolute 
tc»rms.  Degrees  of  n»sistance  exist,  which  are  det<»rmined  to  a  certain 
extent  by  individual,  nicial,  or  species  peculiarities;  and  persons  or 
animals  are  spoken  of  as  immune  when  they  are  unaffectetl  by  an  ex- 
posure or  an  ino(;ulation  to  whic^h  the  normal  average  individual  of  the 
same  species  would  ordinarily  succumb.  The  word  does  not  imply, 
however,  that  these  individuals  could  not  be  infecUnl  with  unusually 
virulent  or  large  doses,  or  under  particularly  unfavorable  circumstances. 
Thus,  birds,  while  immune  against  the  ordinary  dangers  of  tetanus  bacilli, 
may  be  killed  by  experimental  inoculations  with  very  large  doses  of 
tetanus  toxin.*  Similarly,  Pasteur  rendered  naturally  immune  hens 
susceptible  to  anthrax  by  cooling  them  to  a  subnormal  temperature,  and 
Canalis  and  Morpurgo  did  the  same  with  doves  by  subjecting  them  to 
starvation. 


>  Quoted  from  Abel,  Kolle  und  VVassermann,  "  Handhuch/'  etc. 
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Absolute  immunity  is  exceedingly  rare.  The  entire  insusceptibility 
of  cold-blooded  animals  (frogs  and  turtles)  under  normal  conditions  to 
inoculation  with  even  the  largest  doses  of  many  of  the  bacteria  patho- 
genic for  warm-blooded  animals,  and  the  immunity  of  all  the  lower 
animals  against  leprosy,  are  among  the  few  instances  of  absolute  iminu- 
nity  kno^Ti.*  Apart  from  such  exceptional  cases,  however,  resistance, 
immunity,  and  susceptibility  must  be  regarded  as  purely  relative  terms. 

The  power  of  resisting  any  specific  infection  may  be  the  natural 
heritage  of  a  race  or  species,  and  is  then  spoken  of  as  natural  immunity. 
It  may,  on  the  other  hand,  be  acquired  either  accidentally  or  artificially 
by  a  member  of  an  ordinarily  susceptible  species,  and  is  then  called 
acquired  immunity. 

Natural  Immunity. — Species  Immunity.— It  is  well  known  that  many 
of  the  infectious  diseases  which  commonly  affect  man,  do  not,  so  far 
as  we  know,  occur  spontaneously  in  animals.  Thus,  infection  with  B. 
typhosus,  the  vibrio  of  cholera,  or  the  meningococcus  occurs  in  ani- 
mals only  after  experimental  inoculation.  Gonorrheal  and  syphilitic 
infection,  furthermore,  not  only  does  not  occur  spontaneously,  but  Ls 
produced  experimentally  in  animals  with  the  greatest  difficulty — the 
consequent  diseases  being  incomparably  milder  than  those  occurring  in 
man.  Other  diseases,  like  leprosy,  influenza,  and  the  exanthemata,' 
have  never  been  successfully  transmitted  to  animals. 

Conversely,  there  are  diseases  among  animals  which  do  not  spon- 
taneously attack  man.  Thus,  human  beings  enjoy  immunity  against 
Rinderpest,  and,  to  a  lesser  degree,  against  chicken  cholera. 

Among  animal  species  themselves  great  differences  in  susceptibility 
and  resistance  toward  the  various  infections  exist.  Often-quoted  ex- 
amples of  this  are  the  remarkable  resistance  to  anthrax  of  rats  and  dogs, 
and  the  immunity  of  the  common  fowl  against  tetanus. 

The  factors  which  determine  these  differences  of  susceptibility  and 
resistance  among  the  various  species  are  not  clearly  understood.  It 
has  been  suggested  that  diet  in  some  instances  may  influence  these  re- 
lations, inasmuch  as  carnivorous  animals  are  often  highly  resistant  to 
glanders,  anthrax,  and  even  tuberculous  infections,  to  which  herbiv- 
orous animals  are  markedly  susceptible.^  It  is  likely,  too,  that  the  great 
differences  between  animals  of  various  species  in  their  metabolism, 
temperature,  etc.,  may  call  for  special  cultural  adaptation  on  the  part 

Liibarsch,  Zeit.  f.  klin.  Mediz.,  xix. 
With  the  possible  exception  of  smallpox. 
» Hahitf  in  Kolle  und  VVassermann,  vol.  iv. 
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of  the  bacteria.  The  fact  that  the  bacillus  of  avian  tuberculosis — 
whose  natural  host  has  a  normal  body  temperature  of  40°  C.  and  above 
— will  grow  on  culture  media  at  40  to  50°  C,  whereas  B.  tuberculosis 
of  man  can  not  be  cultivated  at  a  temperature  above  40°  C,  would, 
seem  to  lend  some  support  to  this  view.  The  difference  between  warm- 
ancl  cold-blooded  animals  has  already  been  noted.  The  necessity  for 
cultural  adaptation,  too,  would  seem  to  be  borne  out  by  the  great 
enhancement  observed  in  the  virulence  of  certain  microorganisms  for 
a  given  species  after  repeated  passage  through  individuals  of  this  species. 

Racial  Immunity. — Just  as  differences  in  susceptibility  and  im- 
munity exist  among  the  various  animal  species,  so  the  separate  races  or 
varieties  within  the  same  species  may  display  differences  in  their  reac- 
tions toward  pathogenic  germs.  Algerian  sheep,  for  instance,  show 
a  much  higher  resistance  to  anthrax  than  do  our  own  domestic  sheep, 
and  the  various  races  of  mice  differ  in  their  susceptibility  to  anthrax 
anrl  to  glanders. 

Similar  racial  differences  are  common  among  human  beings.  As  a 
general  rule,  it  may  be  said  that  a  race  among  whom  a  certain  disease 
has  l)een  endemic  for  many  ages  is  less  susceptible  to  this  disease  than 
are  other  races  among  whom  it  has  been  more  recently  introduced.  The 
appalling  ravages  of  tuberculosis  among  negroes,  American  Indians,  and 
Ksi|uimaux,  bear  striking  witness  to  this  fact.  Conversely,  the  compar- 
ative immunity  of  the  negro  from  yellow  fever,  a  disease  of  the  greatest 
virulence  for  Caucasians,  furnishes  further  evidence  in  favor  of  this 
opinion.  It  must  not  be  forgotten,  however,  in  judging  of  these  rela- 
tions, that  the  great  differences  in  the  customs  of  personal  and  social 
hygic»ne  existing  among  the  various  races  may  considerably  affect  the 
transmission  of  disease  and  lead  to  false  conclusions. 

In  so  far  as  the  statement  made  above  is  true,  however,  it  seems  to 
indicate  that  the  endemic  diseases  have  carried  in  their  train  a  certain 
d<»gree  of  inherited  immunity. 

In  other  cases  *— as  in  the  instance  of  the  malaria-immunity  of 
negroes — the  resistance  seems  to  be  acquired  rather  than  inherited,  for, 
as  Hirsch  was  first  to  note,  death  from  this  disease  occurred  frequently 
among  the  children,  while  adult  negroes  were  rarely  attacked. 

DiFFKRENCES  IN  INDIVIDUAL  RpisisTANCK. — In  bactcriological  ex- 
I)erimentation  with  smaller  test  animals,  a  direct  ratio  may  often  exist 
between  body  weight  and  dosage  in  determining  the  outcome  of  an 


•  Hahn,  in  Kolle  und  Wassermann,  loc.  cit. 
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infection,  provided  the  mode  of  inoculation  has  been  the  same  and  the 
virulence  of  the  genn  not  excessive.  It  would  seem,  therefore,  that 
among  these  animals  the  difference  in  resistance  in  the  face  of  an  arti- 
ficial infection  between  individuals  of  the  same  race  is  veiy  slight. 

In  higher  animals,  however,  especially  in  the  case  of  man,  the  ex- 
istence of  such  apparent  individual  differences  is  a  well-established  fact, 
although  in  judging  of  them  we  must  not  forget  that  the  conditions  of 
infection  are  not  subject  to  the  uniformity  and  control  which  animal 
experimentation  permits.  Of  a  number  of  persons  exix)sed  to  any 
given  infection  there  are  always  some  who  are  entirely  unaffected  and 
there  are  great  variations  in  the  severity  of  the  disease  in  those  who 
are  attacked.  In  the  absence  of  positive  evidence  in  support  of  the 
direct  inheritance  of  this  individual  immunity,  the  most  reasonable 
explanation  for  such  differences  in  resistance  seems  to  lie  in  attrib- 
uting them  to  individual  variations  in  metabolism  or  body  chem- 
istry. Depressions,  for  instance,  in  the  acidity  of  the  gastric  secretion 
would  predispose  to  certain  infections  of  gastro-intestinal  origin.  Ana- 
tomical differences,  too,  may  possibly  influence  resistance.  Thus, 
Birch-Hirschfeld  believed  that  certain  anomalous  arrangements  of  the 
bronchial  tubes  predisposed  to  tuberculosis. 

Instances  of  transient  susceptibility  induced  by  physical  or  mental 
overwork,  starvation,  etc.,  should  hardly  be  classified  under  this  head- 
ing, since  the  conditions  in  such  cases  corn\spond  simply  to  experi- 
mental depression  of  natural  species  or  ra(*e  resistance. 

Acquired  Immunity. — It  is  a  matter  of  common  experience  that  many 
of  the  infectious  diseases  occur  but  once  in  the  same  individual.  This 
is  notably  the  case  with  typhoid  fever,  yellow  fever,  and  most  of  the 
exanthemata,  and  is  too  general  an  ol)servation  to  require  ext(*nsiv(» 
illustration.  A  single  attack  of  any  of  the  diseases  of  this  class  alters  in 
some  way  the  resistance  of  the  individual  so  that  further  exposun*  to 
the  infective  agent  is  usually  without  menace,  either  for  a  limited  pt^riod 
after  the  attack,  or  for  life.  Resistance  accjuired  in  this  w-ay  is  often 
spoken  of  as  acquired  immunit}/. 

The  protec'tion  conferred  by  certain  diseases  against  further  attack 
was  recognized  many  centuries  ago,  and  there  are  records  which  show- 
that  attempts  w(»re  made  in  ancient  China  and  India  to  inoculate  healthy 
individuals  with  pus  from  small-pox  pustules  in  the  hope  of  producing 
by  this  process  a  mild  form  of  the  disease  and  its  consequent  immunity. 

Pasteur,  before  all  others,  thought  philosophically  about  the  phenom- 
ena of  acquired  immunity,  and,  with  adequate  knowledge,  realized  the 
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possibility  of  artifically  bestowing  immunity  without  inflicting  the 
dangers  of  the  fully  potent  infective  agent.  The  first  observation  whiqji, 
made  by  him  purely  accidentally,  inspired  the  hope  of  the  achievement 
of  such  a  result,  occurred  during  his  experiments  with  chicken  cholera. 
The  failure  of  animals  to  die  after  inoculation  with  an  old  culture  of  the 
bacilli  of  chicken  cholera,  fully  potent  but  a  few  weeks  previously, 
pointed  to  the  attenuation  of  these  bacilli  by  their  prolonged  cultivation 
without  transplantation.  With  this  observation  as  a  point  of  departure 
he  carried  out  a  series  of  investigations  with  the  puipose  of  discovering 
a  method  of  so  weakening  or  attenuating  various  incitants  of  disease 
that  they  could  be  introduced  into  susceptible  individuals  without  en- 
dangering life  and  yet  without  losing  their  property  of  conferring  pro- 
tection. The  brilliant  results  achieved  by  Jenner,  many  years  before, 
in  protecting  against  smallpox  by  inoculating  with  the  entirely  innocu- 
ous products  of  the  pustules  of  cowpox  furnished  an  analogy  which 
gave  much  encouraging  support  to  this  prospect. 

The  experimental  work  which  Pasteur  carried  out  to  solve  this  prob- 
lem not  only  reaped  a  rich  harvest  of  facts,  but  gave  to  science  the  first 
and  brilliant  examples  of  the  application  of  exact  laboratory  methods  to 
problems  of  immunity. 

ACTIVE   IMMUMITT 

Active  Artificial  Immunity. — ^The  process  of  conferring  protection 
by  treatment  with  either  an  attenuated  form  or  a  sublethal  quantity 
of  the  infectious  agent  of  a  disease,  or  its  products,  is  spoken  of  as  "  active 
immunization." 

WTiatever  the  method  employed,  the  immunized  individuals  gain 
their  power  of  resistance  by  the  unaided  reactions  of  their  own  tissues. 
They  themselves  take  an  active  physiological  part  in  the  acquisition  of 
this  new  property  of  immunity.  For  this  reason,  Ehrlich  has  aptly 
termed  these  processes  "active  immunization." 

There  are  various  methods  by  which  this  can  be  accomplished,  all 
of  which  were,  in  actual  application  or  in  principle,  discovered  by 
Pasteur  and  his  associates,  and  can  be  best  reviewed  by  a  study  of  their 
work. 

Active  Immunization  with  Attenuated  Cultures. — In  the  course 
of  his  experiments  upon  chicken  cholera,  as  mentioned  above,  Pasteur  * 


»  Pasteur y  Compt.  rend,  de  Tacad.  des  sci.,  1880,  t.  xc. 
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accidentally  discovered  that  the  virulence  of  the  bacilli  of  this  disease 
was  greatly  reduced  by  prolonged  cultivation  upon  artificial  media. 
This  was  especially  noticeable  in  broth  cultures  which  had  been  stored 
for  long  periods  without  transplantation.  By  repeated  injections  of  such 
cultures  into  fowl,  he  succeeded  in  rendering  the  animals  immune  against 
subsequent  inoculations  with  lethal  doses  of  fully  virulent  strains. 

During  the  same  year,  1880,  in  which  Pasteur  published  his  observa- 
tions on  chicken  cholera,  Toussaint  *  succeeded  in  immunizing  sheep 
against  anthrax  by  inoculating  them  with  blood  from  infected  animals, 
defibrinated  and  heated  to  55°  C.  for  ten  minutes.  Toussaint  wrongly 
believed,  however,  that  the  blood  which  had  been  used  in  his  immuniza- 
tions was  free  from  living  bacteria.  In  repeating  this  work  Pasteur 
showed  that  the  protection  in  Toussaint's  cases  was  conferred  by  living; 
bacteria,  the  virulence  of  which  had  been  reduced  by  their  subjection  to 
heat. 

In  following  out  the  suggestions  offered  by  these  experiments, 
Pasteur'  discovered  that  he  could  reduce  the  virulence  of  anthrax 
bacilli  much  more  reliably  than  by  Toussaint's  method,  by  cultivating 
the  organisms  at  increased  temperatures  (42°  to  43°  C.) .  By  this  process 
of  attenuation  he  was  able  to  produce  "  vaccines"  of  roughly  measurable 
strength,  with  which  he  succeeded  in  immunizing  sheep  and  cattle. 
A  successful  demonstration  of  his  discovery  was  made  by  him  at  Pouilly- 
le-Fort,  soon  after,  upon  a  large  number  of  animals  and  before  a  commis- 
sion of  professional  men. 

It  is  a  fact  well  known  to  bacteriologists  that  certam  of  the  pathogenic 
microorganisms,  when  passed  through  several  individuals  of  the  same 
animal  species,  become  gradually  more  virulent  for  this  species.  In  his 
studies  on  the  bacillus  of  hog  cholera,  Pasteur  observed  that  when  this 
microorganism  was  passed  through  the  bodies  of  several  rabbits  it  gained 
in  virulence  for  rabbits,  but  became  less  potent  against  hogs.  He  suc- 
ceeded, subsequently,  in  protecting  hogs  against  fully  virulent  cultures 
by  treating  them  with  strains  which  had  been  attenuated  by  their 
passage  through  rabbits. 

A  further  principle  of  attenuation  for  puq)oses  of  immunization  was, 
at  about  this  time,  contributed  by  Chamberland  and  Roux,*  who  re- 


>  Toussaint,  Compt.  rend,  de  Tacad.  des  sci.,  1880,  t.  xci. 

2  Pasteur^  Chamberland  et  Roux,  Compt.  rend,  de  Tacfid.  des  sci.,  1881,  t.  xdi. 

»  Pasteur  J  Compt.  rend,  de  Tacad.  des  sci.,  1882,  t.  xcv. 

«  Chamberland  et  Roux^  Compt.  rend,  de  Tacad.  des  sci.,  1882,  t.  xcvi. 
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duced  the  virulence  of  anthrax  cultures  by  growing  them  in  the  presence 
of  weak  antiseptics  (carbolic  acid  1  :  600,  potassium  bichromate  1  :  5,000, 
or  sulphuric  acid  1  :  200).  Cultivated  under  such  conditions  the  bacilli 
lost  their  ability  to  form  spores  and  became  entirely  avirulent  for  sheep 
within  ten  days.  A  similar  result  was  later  obtained  by  Behring  *  when 
attenuating  B.  diphtherise  cultures  by  the  addition  of  terchlorid  of 
iodin. 

Active  Immunization  with  Sublethal  Doses  of  Fully  Virulent 
Bacteria. — ^The  use  of  fully  virulent  microorganisms  in  minute 
(quantities  for  purposes  of  immunization  was  first  suggested  by  Chau- 
veau,^  and  is  naturally  inapplicable  to  extremely  virulent  organisms 
like  B.  anthracis.  The  principle,  however,  is  perfectly  valid,  and  has 
been  experimentally  applied  by  many  observers,  notably  by  Ferran  * 
in  the  case  of  cholera.  A  similar  method  proved  of  practical  value  in 
the  hands  of  Theobald  Smith  and  Kilborne  *  in  prophylaxis  against  the 
protozoan  disease,  Texas  fever. 

Active  Immunization  with  Dead  Bacteria. — Suggested  by  Chau- 
veau,  the  method  of  active  immunization  with  gradually  increasing  doses 
of  dead  microorganisms  has  been  successfully  employed  by  various  ob- 
servers, chief  among  whom  are  Pfeiffer,  Brieger,  Wright,  and  Wasser- 
mann.  The  method  is  especially  useful  against  that  class  of  bacteria 
in  which  the  cell  bodies  (endotoxins)  have  been  found  to  be  incomparably 
more  poisonous  than  their  extracellular  products  (toxins).  From  a 
practical  point  of  view,  the  method  is  of  the  greatest  importance  in 
routine  laboratory  immunization  against  B.  typhosus,  Vibrio  cholerse 
asiaticsB,  B.  pestis,  and  a  number  of  other  bacteria.  In  the  therapy 
of  human  disease,  this  method  has  recently  come  into  great  prominence, 
chiefly  through  the  work  of  Wright,  whose  investigations  will  be  more 
fully  discussed  in  a  subsequent  section. 

Active  Immunization  with  Bacterial  Products. — ^Many  bacteria 
when  grown  in  fluid  media  produce  extracellular,  soluble  poisons  which 
remain  in  the  medium  after  the  microorganisms  have  been  removed  by 
filtration  or  centrifugalization.  Since  the  diseases  caused  by  such 
microorganisms  are,  to  a  large  extent,  due  to  the  soluble  poisons  excreted 
by  them,  animals  can  be  actively  immunized  against  this  class  of  bac- 


»  Behring,  Zeit.  f.  Hyg.,  xii,  1892. 

*  Chauveau,  Compt.  rend,  de  Tacad.  des  sci.,  1881,  t.  xcii. 

*  Ferran f  Coinpt.  rend,  de  I'acad.  des  sci.,  1895,  t.  ci. 

*  Th,  Smith  and  KiJbame,  U.  S.  Dept.  of  Agri.,  Bureau  of  Ani.  Indust.,  Wash., 
1893. 
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teria  by  the  inoculation  of  gradually  increasing  doses  of  the  specific 
poison  or  toxin.  This  method  is  naturally  most  successful  against  those 
microorganisms  which  possess  the  power  of  toxin  formation  to  a  highly 
developed  degree.  Most  important  among  these  are  B.  diphtheria} 
and  B.  tetani.  The  first  successful  application  of  this  principle  of  active 
immunization,  however,  was  made  by  Salmon  and  Smith^  in  the  case  of 
hog  cholera. 

PASSIVE   IMMUNITT 

In  Pasteur's  basic  experiments,  as  in  those  of  the  other  scientists  who 
followed  in  his  footsteps,  the  methods  of  immunization  were  based  iij)()n 
the  development  of  a  high  resistance  in  the  treated  subject  by  vii-tue  of 
its  own  physiological  activities.  This  process  we  have  spoken  of  as 
"active  immunization''  and  it  is  self-evident  that  a  method  of  this  kind 
can,  in  the  treatment  of  disease,  be  employed  prophylactically  only 
against  possible  infection,  or  in  localized  acute  infections,  or  at  th(^ 
beginning  of  a  long  period  of  incubation  before  actual  symptoms  hav(^ 
appeared,  as  in  rabies  or  in  chronic  conditions  in  which  the  infection  is 
not  of  a  severe  or  acute  nature. 

A  new  and  therapeutically  more  hopeful  direction  was  given  to  the 
study  of  immunity  when,  in  1890  and  1892,  v.  Behring  and  his  collaboni- 
tors  discovered  that  the  sera  of  animals  immunized  against  the  toxins 
of  tetanus 'and  of  diphtheria'  bacilli  would  protect  normal  animals 
against  the  harmful  action  of  these  poisons.  The  animals  thus  pro- 
tected obviously  had  taken  no  active  part  in  their  own  (lefons(%  but 
were  protected  from  the  action  of  the  poison  by  the  substances  trans- 
ferred to  them  in  the  sera  of  the  actively  immunized  animals.  Such 
immunity  or  protection,  therefore,  is  a  purely  piussive  plK^nonuMion 
so  far  as  the  treated  animal  is  concerned,  and  the  process  is  for  this 
reason  spoken  of  as  "passive  immunization." 

Passive  immunization  of  this  description  is  practically  applicabk^ 
chiefly  against  diseases  caused  by  bacteria  which  produce  poworf\il 
toxins,  and  the  sera  of  animals  actively  immunized  against  such  toxins 
are  called  antitoxic  sera.  In  the  treatment  of  the  two  disoasos  men- 
tioned above,  diphtheria  and  tetanus,  the  respective  antitoxic  sera  have 


»  Salmon  and  Smith,  Rep.  of  Com.  of  Agri.,  Wash.,  1885  and  188G. 
»v.  Behring  and  Kitasato,  Deut.  med.  Woch.,  49.  1890. 
»r.  Behring  and  Wernicke ^  Zeit.  f.  Hyg.,  1892. 
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reached  broad  and  beneficial  therapeutic  application,  and  innumerable 
lives  have  been  saved  by  their  use. 

Passive  immunization  against  microorganisms  not  characterized  by 
marked  toxin  formation  was  attempted,  even  before  Behring's  dis- 
coverj',  by  Richet  and  Hericourt,*  experimenting  with  cocci,  and  by 
Babes,*  in  the  case  of  rabies;  and  the  underlying  thought  had  been  the 
basis  of  Toussaint's  work  upon  anthrax.  Microorganisms,  however, 
which  exert  their  harmful  action  rather  bv  the  contents  of  the  bacterial 
cells  than  by  secretetl,  soluble  toxins,  do  not,  so  far  as  is  knoi^Ti,  pro- 
duce antitoxins  in  the  sera  of  inmiunized  animals.  The  substancc*s 
which  they  call  forth  in  the  process  are  directed  against  the  invading 
organisms  themselves  in  that  they  possess  the  power  of  destroying  or 
of  causing  dissolution  of  the  specific  germs  used  in  their  production. 

Such  antibacterial  sera  are  extensively  used  in  the  laborator>'  in  the 
passive  immunization  of  animals  against  a  large  number  of  germs,  and 
are  fairly  effectual  when  used  before,  at  the  same  time  with,  or  i^oon  after, 
infection.  Their  therapeutic  use  in  human  disease,  however,  has,  up 
to  the  present  time,  been  disappointing  and  their  prophylactic  and  cura- 
tive action  has  been  almost  invariably  ineffectual  or  feeble  at  best,  ex- 
cept when  the  antibacterial  sera  could  be  brr>ught  in  direct  contact 
with  the  germs,  in  closetl  cavities  or  localized  lesion.s.  Thas,  in  epidemic 
meningitis,  such  sera  have  proverl  extremely  useful  in  the  hanfis  of 
Flexner,  when  injected  directly  into  the  spinal  canal. 

AHTIBODIES  AHD  THI  SUBSTAVCES  OIVIVO  RISE  TO  THIM 

In  the  foregoing  sections  we  have  sefrn  that  the  prrx-frss  of  active 
immunization  so  changfrs  the  animal  U^^ly  that  it  Urcom^-s  hi^rhly 
resistant  against  an  infection  to  whi^-h  it  ha'l  fonn^Tly  in  many  in- 
stances been  delicately  susceptibU*.  In  th^-  ix\}<f  Jift-  of  vi.«ible  anat/imical 
or  histological  changr^  accompanyinjf  th*.-  a^'jui.-ition  of  thi.**  rn-.w  fxiwer, 
investigators,  in  order  to  a^^^ount  for  it,  w^rf-  I'-^i  to  rxaniin^  thfr  phy.-io- 
lo«:ical  properties  of  the  Uyly  ffrll-r  and  f!ui'l-  of  iinmuniz^d  -ubj^cts. 
While  it  was  reasonable  to  •upry^??^*  that  all  th'-  ''II.-*  an^i  ti.-.-uf.-.  w^-re 
affected  by,  or  might  havr-  tak'-n  part  in.  a  phy-iolotn^al  rhanir*-  *^> 
profoundly  influencing  the  iiAivlixn],  ^K*-  hk/yl.  f/*-^  a^w-  of  if-.  unqu'M- 
tionablv  close  relation  to  in.^.:ir;,::.'ci*or.'  T'-nf^iofir,  an'l  N-^au-t*-  of  the 


198  INFECTION  AND   IMMUNITY 

ease  with  which  it  could  be  obtaiiiod  and  studiecl,  chiiincd  the  first 
and  closest  attention.  The  bactericidal  properties  of  norinal  blood 
serum  noted  in  18S6  by  Nuttall/  v.  Fodor,'^  and  Fliigge,  moreover,  aided 
in  pointing  to  this  tissue  as  primarily  the  seat  of  the  immunizin*!; 
agents.  It  is  an  interesting  historical  fact,  that,  long  before  tliis  tinu^ 
the  English  physician  Hunter  had  noted  that  blood  did  not  decompose 
so  rapidly  as  other  animal  tissues. 

The  study  of  the  blood  serum  of  immunized  animals  as  to  sini|)le 
.  changes  in  chemical  composition  or  physical  properties  has  shed  little 
light  upon  the  subject.  Beljaeff '  in  a  recent  investigation  found  litth* 
or  no  alteration  from  the  nonnal  in  the  blood  sera  of  ininuinizcMl  animals 
lus  to  index  of  refraction,  specific  gravity,  and  alkalinity.  Joachim  *  and 
Moll  agree  in  stating  that  inunune  blood  serum  is  comparatively  richei* 
in  globulin  than  normal  serum.  Similar  "observations  had  been  made 
by  Hiss  and  Atkinson  ^  and  others.  Important  and  significant  as  thesi* 
purely  chemical  observations  are,  they  have  helpcMl  little  in  explaining 
the  nature  of  the  processes  going  on  in  immune  sera.  Tlie  first  actual 
light  was  thrown  upon  the  mysterious  phenomena  of  innnunity  by 
the  investigations  of  Nuttall,"  v.  Fodor,  Buchner,  and  others,  wlio  not 
only  demonstrated  the  power  of  normal  blood  sc^rum  to  destroy  bact(Mia. 
but  also  showed  that  this  property  of  blood  serum  became  diminished 
with  age  and  was  destroyed  completely  by  heating  to  5(3°  C.  The 
thermolabile  substance  of  the  blood  serum  possessing  this  power  was 
called  by  Buchner/  alexin. 

Soon  after  this  work,  Behring,  in  collaboration  with  Kitasato  *  and 
Wernicke,*  in  1890  and  1892,  made  further  important  advances  in  the 
elucidation  of  the  immunizing  processes  by  showing  that  the  blood  scmji 
of  animals  actively  immunized  against  the  toxins  of  diphtheria  and  tet- 
anus would  protect  normal  animals  against  the  poisons  of  these  diseases. 
He  believed,  at  the  time  of  discovery,  that  such  sera  contained  suhstiinces 
which  had  the  power  of  destroying  the  specific  toxins  which  had  been 


^  NiUtaU,  Zeit.  f.  Hyg..  i,  ISSO. 

2  V.  Fmior,  Deut.  med  Wocli..  1.^80. 

^  Reljaeff,  Cent.  f.  Hakt.,  xxxiii. 

*  Joachim,  Pfiiigors  Archiv,  xciii. 

»///««  and  Atkinson,  Jour.  Fxper.  MtMl.,  v,  IVMK). 

^XuttalL  Zt'it.  f.  Ily^c.,  ISSO. 

-  Buchner,  Cent.  f.  Bakt.,  i,  1SK9. 

«  Behring  unci  KUnmto,  Deut.  nied.  Woch.,  1S9(),  No.  tO. 

»  Behring  und  Wernicke,  Zeit.  f.  Hyg.,  1892. 
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iLsed  in  the  immunization.  He  called  these  bodies  antitoxins.  While 
Behring's  first  conception  of  actual  toxin  destruction  soon  proved  to 
l>c  erroneous,  his  discoveiy  of  the  presence  in  immune  sera  of  bodies 
specifically  antagonistic  to  toxins  was  soon  confirmed  and  extended, 
and  stands  to-day  as  an  established  fact. 

Ehrlich/  soon  after  Behring's  announcement,  showed  that  specific 
antitoxins  could  also  be  produced  against  the  poisons  of  some  of  the 
higher  plants  (antiricin,  antikrotin,  antirobin),  and  Calmette'  produced 
similar  antitoxins  against  snake  poison  (antivenin) .  Stimulated  by  these 
researches,  other  observers  have,  since  then,  added  extensively  to  the 
list  of  poisons  against  which  antitoxins  can  be  produced.  Kempner  * 
hiis  produced  antitoxin  against  tlie  poison  of  Bacillus  botulinus,  and 
Wassermann,*  against  that  of  Bacillus  pyocyaneus.  Antitoxin  has  been 
proiluced  by  Calmette  ^  against  the  poison  of  the  scoipion,  and  by  Sachs  " 
against  that  of  the  spicier.  Thus  a  large  number  of  poisons  of  animal, 
plant,  or  bacterial  origin  have  been  found  capable  of  causing  the  pro- 
duction of  specific  antibodies  in  the  sera  of  animals  into  which  they  are 
injected. 

The  formation  of  antitoxins  directed  against  soluble  poisons,  how- 
ever, did  not  explain  tlu»  imnumity  ac(iuired  by  animals  against  bacteria 
like  Bacillus  anthracis,  the  cholera  vibrio,  and  othei*s  which,  unlike  diph- 
theria and  tetanus,  produceil  little  or  no  soluble  toxin.  It  was  evident 
that  the  antitoxic  property  of  imnume  blood  scTum  was  by  no  means 
the  sole  expression  of  its  protective^  j)ow(M's.  Much  light  was  shcnl  upon 
this  phase  of  the  subject  by  tlu*  discoveries  of  Pfeiffer  in  1S94,  who 
worked  along  th(»  lines  suggested  by  the*  investigations  of  Nuttall  and 
Buchner.  Pfeiffer'  showed  tliat  when  cholera  spirilla  were  injected  into 
the  peritoneal  cavity  of  cliolera-ininume  '-luinea-pigs,  the  microorganisms 
rapidly  swelled  up,  became*  granular,  and  often  underwent  complete 
solution.  The  same  phenomenon  co\il(l  be  observtMl  when  the  ])acteria 
weiv  injected  into  a  normal  animal  together  with  a  sufficient  (juantity 
of  cholera-inunune  **  s(»nim. 


*  Khrlich,  I)(Mit.  niHl.  Wocli..  IWU. 
^Cabtu'tle,  Coinpt.  n>n<l.  cle  hi  soc.  dc  hioL.  1894. 

*  Kempmr,  Zc'it.  f.  Hy^.,  1897. 

^  WasfKTttuinn,  Zfit.  f.  11  y^.,  xxii. 
^Calinette,  Ann.  de  I'inst.  Pasteur.  1898. 
^Harhs,  Ilofm.  Beit.,  1902. 
T  Pfeiffer,  Zeit.  f.  Ily^.,  w-iii,  1894. 

*  Pfiiffer  iiml  Isaeff,  i!)i(L 
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This  process  he  observed  microscopically  by  abstracting,  from  time 
to  time,  a  small  quantity  of  the  peritoneal  exudate  and  studying  it  in 
hanging-drop  preparations.  The  reaction  was  specific  in  that  the  de- 
structive process  took  place  to  any  marked  extent  only  in  the  case  of  the 
bacteria  employed  in  the  immunization. 

Metchnikoff ,^  Bordet,  and  others  not  only  confinued  Pfeiffer's  obser- 
vation, but  were  able  to  show  that  the  lytic  process  would  take  place 
in  vitro,  as  well  as  in  the  animal  body.  The  existence  of  a  specific 
destructive  process  in  immime  serum  was  thus  established  for  the  vibrio 
of  cholera  and  soon  extended  to  other  microorganisms.  The  constitu- 
ents of  the  blood  serum  which  gave  rise  to  this  destructive  phenomenon 
were  spoken  of  as  bacteriolysins. 

Following  closely  upon  the  heels  of  Pfeiffer's  observation  came  the 
discovery  of  another  specific  property  of  immune  serum  by  Gruber  and 
Durham.'  These  workers  noticed  that  certain  bacteria,  when  brought 
into  contact  with  the  serum  of  an  animal  immunized  against  thoni, 
were  clumped  together,  deprived  of  motility,  and  firmly  agglutinated. 
They  spoke  of  the  phenomenon  as  agglutination  and  of  the  substances 
in  the  serum  giving  rise  to  it  as  agglutinins. 

The  list  of  antibodies  was  again  enlarged  by  Kraus,'  who  in  1S97 
showed  that  precipitates  were  formed  when  filtrates  of  cultures  of 
cholera,  typhoid,  and  plague  bacilli  were  mixed  with  their  specific 
immune  sera.  He  called  the  substances  which  bestowed  this  property 
upon  the  sera  precipitins. 

The  treatment  of  the  animal  body,  therefore,  with  bacteria  or  their 
products  gives  rise  to  a  variety  of  reactions  which  result  in  the  pres(mce 
of  the  "  antibodies  *'  describcnl  above.  Extensive  investigation  has  shown, 
however,  that  the  power  of  stimulating  antibody  production  is  a  ph(»- 
nomenon  not  limited  to  bacteria  and  their  products  alone*.  Antitoxins, 
we  have  alrcady  seen,  may  be  produced  with  a  variety  of  jioisons  of 
plant  and  animal  origin.  Lysins,  agglutinins,  and  precipitins,  likewise 
may  be  produced  by  the  use  of  a  large  number  of  different  sul^stances. 
Chief  among  these,  because  of  the  great  aid  they  have  given  to  the  theo- 
retical investigation  of  the  phenomena  of  immunity,  are  the  red  l^lood 
c(»lls.    Hordet  *  and,  independently  of  him,  Belfanti  and  ("arbone  ^  showed 


*  Metchn\h}ff,  Ann.  de  Tinst.  Pasteur,  1895. 

^  Gruber  und  Durham,  Munch,  med.  VVoch.,  189G. 
'  Kraua,  /?.,  Wien.  klin.  Woch.,  32.  1897. 

*  Bordet,  Ann.  de  Tinst.  Pasteur,  1898. 

«  Belfanti  et  Carbone,  Giomaie  della  R.  Acad,  di  Torino,  July,  1S9S. 
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in  1898  that  the  serum  of  animals  repeatedly  injected  with  the  defibri- 
nated  blood  of  another  species  exhibited  the  specific  power  of  dissolving 
the  red  blood  corpuscles  of  this  species.  This  was  the  first  demonstration 
of  "  hemolysis  " — a  phenomenon  which,  because  of  the  ease  with  which 
it  can  be  observed  in  vitro,  has  much  facilitated  investigation. 

The  knowledge  that  specific  "cytotoxins"  or  cell-destroying  anti- 
bodies could  be  produced  by  injection  of  red  blood  cells  naturally  sug- 
gested the  possibility  of  analogous  reactions  for  other  tissue  cells.  It 
was  not  long,  therefore,  before  Metchnikoff  *  and,  independently  of 
him,  Landsteiner  ^  succeeded,  by  repeated  injections  of  spermatozoa,  in 
producing  a  serum  which  would  seriously  injure  these  specialized  cells. 
Von  Dungem  ^  obtained  similar  results  with  the  ciliated  epithelium  of 
the  trachea.  Since  then  a  host  of  cytotoxins  have  been  produced  with 
the  cells  of  various  organs  and  tissues.  Thus,  Neisscr  and  Wechsberg  * 
produced  leucotoxin  (leucocytes);  Delezenne,*  neurotoxin  and  hepa- 
totoxin;  Surmont,"  pancreas  cytotoxin;  and  Bogart  and  Bernard,^  su- 
prarenal cytotoxin. 

One  of  the  most  interesting  of  the  cytotoxins,  moreover,  is  nephro- 
toxin — produced  by  the  treatment  of  animals  with  injections  of  emul- 
sions of  kidney  tissue. 

In  all  cases  it  was  supposed  by  those  first  working  with  these  bodies, 
that  the  injection  of  the  sera  of  animals  previously  treated  with  any 
particular  tissue  substance  would  produce  specific  injury  upon  the  or- 
gans homologous  to  the  ones  used  in  immunization.  It  need  hardly  be 
pointed  out  how  very  important  such  phenomena  would  be  in  throwing 
light  upon  the  degenerative  pathological  lesions  occurring  in  disease. 
As  a  matttir  of  fact,  however,  sera  so  produced  have  been  shown  to  be 
specific  for  certain  organs  in  a  limited  sense  only.  The  question  of 
specific  cytotoxins  has  been  of  especial  importance  in  the  case  of 
nephritis,  where  Ascoli  and  Figari  *  and  others  have  suggested  an 
autonephrotoxin  as  the  basis  of  the  pathology  of  this  disease.  In 
the  hands  of    Pearce    and  others,  however,  the  strict  specificity  of 

*  Metchnikoff,  Ann.  de  I'inst.  Pasteur,  1898. 
»  LamifUeiner,  Cent.  f.  Bakt.,  i,  25,  1899. 
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nephrotoxin  could  not  l>e  upheld  and  the  subject  is  still  in  the  ex- 
perimental stage. 

Recent  experiments  by  Pearce  *  suggest  that  at  least  a  part  of  the 
local  injury  to  organs  exerted  by  such  "cytotoxic''  sera  may  not  bo 
due  to  a  specific  action  upon  the  organ  cells  so  much  as  upon  the 
hemagglutinating  action  of  the  sera  causing  embolism  and  necrosis. 

It  is  a  fact  also  that  most  cytotoxic  sera  are  usually  hemolytic  as 
well.  It  is  not  easy  to  decide,  therefore,  how  much  of  the  action  upon 
the  organs  is  due  to  their  true  cytotoxic  properties  and  how  nuicli  is 
attributable  to  the  concomitant  action  upon  blood  cells.  The  extrav- 
agant hopes  at  first  based  upon  cytotoxin  investigation,  especially  in 
regard  to  the  problem  of  malignant  tumors,  have  been  disappointed, 
and  much  is  still  obscure  in  regard  to  the  cytotoxins  which  calls  for 
further  research. 

The  many  points  of  similarity  existing  between  bact<^rial  toxins  and 
digestive  ferments,  by  animal  inoculation,  suggesUul  to  several  o})serv- 
ers  the  possibility  of  produchig  antibodies  against  th(j  latter.  As  a 
result,  a  number  of  antiferments  have  been  obtained,  chief  anion*];  which 
are  antilab  (Morgenroth  '),  antipepsin  (Sachs ') ,  antisteapsin  (Schiitze  '), 
and  antilactase  (Schiitze). 

The  stimulation  of  antibody  formation  in  the  sera  of  animals  is  a 
consequence,  therefore,  of  the  injection  of  a  large*  variety  of  substances — 
some  of  them  poisonous,  some  of  them  entirely  innocuous.  Tlie  sub- 
stances possessing  this  power  have  been  conveniently  named  antigens  or 
antibody-]}rodiu:ers  by  (lerman  writers.  The  term  antigen — though  ety- 
mologically  wrong,  nevertheless  is  convenient  and  has  crept  into  .i!;cneral 
usage.  It  signifies  simply  a  substance  which  can  stimulate  the  pro- 
duction or  formation  of  an  antibody.  Such  substances,  so  far  as  is 
known,  belong  to  the  group  of  proteids  and  are  derivatives  of  animal  or 
plant  tissues.  Being  proteids,  all  antigens  are  colloids.  Recently,  how- 
ever, some  crystalloidal  substances  have  been  descrilx}d  as  poss(»ssin«!: 
antigenic  properties. 


»  Pearce,  Jour.  Exper.  Med.,  viii,  1900. 
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TOXINS  AND  ANTITOXINS 


The  Toxin-Antitoxin  Reaction. — Apart  from  the  therapeutic  possi- 
bilities disclosed  by  the  discovery  of  antitoxins,  new  light  of  inestimable 
value  was  thrown  by  these  observations  upon  the  biological  processes 
involved  in  immunization.  The  most  vital  problem,  of  course,  which 
immeiliately  thrust  itself  upon  all  workers  in  this  field  was  the  question 
as  to  the  nature  of  the  reaction  in  which  toxin  was  rendered  innocuous 
by  antitoxin. 

The  simplest  conception  of  this  process  would  be  an  actual  destruction 
of  the  toxin  by  its  specific  antitoxin,  and  it  is  not  unnatural,  therefore, 
that  this  was  the  view  which,  for  a  short  time,  found  favor  with  some 
observers.  Roux,  and  more  particularly  Buchner,*  however,  under  the 
sway  of  cellular  pathology,  advanced  the  opinion  that  the  antitoxins 
in  some  way  influenced  the  tissue  cells,  rendering  them  more  resistant 
against  the  toxins.  Antitoxin,  according  to  this  theory,  did  not  act 
directly  upon  toxin,  but  affected  it  indirectly  through  the  mediation 
of  tissue  cells.  Ehrlich,'  on  the  other  hand,  conceived  that  the  reac- 
tion of  toxin  and  antitoxin  was  a  direct  union,  analogous  to  the  chem- 
ical neutralization  of  an  acid  by  a  base — an  opinion  in  which  Behring 
soon  joined  him. 

The  conception  of  toxin  destniction' received  unanswerable  refuta- 
tion by  the  experiments  of  Calmette.^  This  observer,  working  with  snake 
poison,  found  that  the  poison  itself  (unlike  most  other  toxins)  possessed 
the  property  of  resisting  heat  even  to  100°  C,  while  its  specific  anti- 
toxin, like  other  antitoxins,  was  delicately  thermolabile.  He  noted, 
furthermore,  that  non-toxic  mixtures  of  the  two  substances,  when  sub- 
jected to  heat,  regained  their  toxic  properties.  The  natural  inference 
from  these  observations  could  only  be  that  the  toxin  in  the  original  mix- 
ture had  not  been  destroyed,  but  had  been  merely  inactivated  by  the 

»  Buchner,  "  Schutzimpfung/*etc.,  in  Penzoldt  u.  Stinzing,  "Handbuch  d.  spez. 
Therap.  d.  Infektkrank./'  1894. 
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presence  of  the  antitoxin,  and  again  set  free  after  destruction  of  the 
antitoxin  by  heat.  A  similar  observation,  made  soon  after  by  Wasser- 
mann  *  in  the  case  of  pyocyaneus  toxin  and  antitoxin,  fully  support^ 
the  results  of  Calmette. 

An  ingenious  proof  of  the  direct  action  of  antitoxin  upon  toxin 
was  obtained  by  Martin  and  Cherry.'  It  was  found  by  them  that  very 
dense  filters,  the  pores  of  which  had  been  filled  with  gelatin,  permitted 
toxin  to  pass  through  under  high  pressure,  while  the  presumably  larger 
antitoxin  molecule  was  held  back.  Through  such  filtera  they  forced 
toxin-antitoxin  mixtures,  under  a  pressure  of  fifty  atmospheres,  at  var>'- 
ing  intervals  after  mixing.  They  found  that,  if  filtered  immediately, 
all  the  toxin  in  the  mixtures  came  through,  but  that,  as  the  interval 
elapsing  between  mixing  and  filtration  was  prolonged,  less  and  less  toxin 
appeared  in  the  filtrate,  until,  finally,  two  hours  after  mixing,  no  toxin 
whatever  passed  through  the  filter.  Besides  demonstrating  the  direct 
action  of  antitoxin  upon  toxin,  this  work  of  Martin  and  Cherry  showed 
that  the  element  of  time  entered  into  the  toxin-antitoxin  reaction,  just 
as  it  enters  into  reactions  of  known  chemical  nature.  The  absolute  non- 
participation  of  the  living  tissue  cells  in  these  reactions  was  demonstrated 
by  Ehrlich  himself.  Robert  and  Stillmarck  '  had  shown  that  ricin  pos- 
sessed the  power  of  causing  the  red  blood  cells  of  defibrinated  blood  to 
agglutinate  in  solid  clumps,  a  reaction  which  could  easily  be  observed 
in  ntro,  Ehrlich,*  who  had  obtained  antiricin  in  1891  by  injecting 
rabbits  with  increasing  doses  of  ricin,  found  that  this  antibody  pos- 
sessed the  power  of  preventing  the  hemagglutinating  action  of  ricin 
in  the  test  tube.  By  a  series  of  quantitatively  graded  mixtures  of  ricin 
and  antiricin,  with  red  blood  cells  as  the  indicator  for  the  reaction,  he 
succeeded  in  proving  not  only  that  the  toxin-antitoxin  neutralization 
was  in  no  way  dependent  upon  the  living  animal  body,  but  that  definite 
quantitative  relations  existed  between  the  two  substances  entirely 
analogous  to  those  which,  according  to  the  law  of  multiple  proportions, 
govern  reactions  between  different  substances  of  known  chemical 
nature.  Similar  quantitative  results  were  subsequently  obtained  by 
Stephens  and  Myers*  for  cobra  poison  and  its  antitoxin,  by  Kossel* 


>  Wasaermann,  Zeit.  f.  Hyg.,  xxii,  1896. 

'Martin  and  Cherry,  Proc.  Royal  Soc,  London,  Ixiii,  1898. 

» Kobert  und  Stillmarck,  Arb.  d.  phar.  Inst.  Dorpat,  1889. 

*  Ehrlich,  Fort.  d.  Med..  1897. 

^Stephens  and  Myers,  Jour,  of  Path,  and  Bact.,  1898. 

•  Koaael,  Berl.  klin.  Woch.,  1898. 
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for  the  toxic  ccl  blood  scrum,  and  by  Ehrlich  *  for  the  hemolytic  tetanus 
poison  known  as  tctanolysin. 

The  introduction  of  the  test-tube  experiment  into  the  investigation 
of  these  reactions  permitted  of  much  more  exact  observations,  and  by 
this  means,  as  well  as  by  careful,  quantitatively  graded,  animal  experi- 
ments, the  further  facts  were  ascertained  that  toxin  and  antitoxin  com- 
bined more  speedily  in  concentrated  than  in  dilute  solutions,  and  that 
warmth  hastened,  while  cold  retarded,  the  reaction — observations* 
which  in  every  way  seem  to  bear  out  Ehrlich's  conception  of  the  chemi- 
cal nature  of  the  process. 

Ehrlich's  Analsrsis  of  Diphtheria  Toxin. — Shortly  after  the  discovery 
and  therapeutic  application  of  diphtheria  antitoxin,  it  became  apparent 
that  no  two  sera,  though  similarly  produced,  could  have  exactly  the 
same  protective  value.  It  was  necessary,  therefore,  to  establish  some 
measure  or  standard  by  which  the  approximate  strength  of  a  given  anti- 
toxin could  be  estimated.  Von  Behring '  attempted  to  do  this  for 
both  tetanus  and  diphtheria  antitoxins  by  determining  the  quantity  of 
immune  sera  which,  in  each  case,  was  needed  to  protect  a  guinea-pig  of 
known  weight  against  a  definite  dose  of  a  standard  poison.  He  ascer- 
tained the  quantity  of  standard  toxin-bouillon  which  would  suffice  to  kill 
a  guinea-pig  of  250  grams,  and  called  this  quantity  the  "toxin  unit." 
This  unit  was  later  more  exactly  limited  by  Ehrlich,  who,  considering 
the  element  of  time,  stated  it  as  the  quantity  sufficient  to  kill  a  guinea- 
pig  of  the  given  weight  in  from  four  to  five  days. 

Appropriating  the  terminology  of  chemical  titration,  v.  Behring 
spoke  of  a  toxin-bouillon  which  contained  one  hundred  such  toxin  units 
in  a  cubic  ccntimetcT,  as  a  "normal  toxin  solution"  ("  DTN^  M**®"), 
and  designated  as  ''  normal  antitoxin  "  a  serum  capable  of  neutraliz- 
ing, cubic  centimeter  for  cubic  centimeter,  the  normal  poison.^  A  cubic 
centimeter  of  such  an  antitoxic  serum  was  sufficient,  therefore,  to  neu- 
tralize one  hundred  toxin  units,  and  was  spoken  of  as  an  "  antitoxin 
unit."  In  the  experiments  of  v.  Behring,  toxin  and  antitoxin  had  been 
separately  injected.  Ehrlich  ^  improved  upon  this  method  by  mixing 
toxin  and  antitoxin  before  injection,  thereby  obviating  errors  arising 

»  Ehrlich,  Berl.  klin.  Woch.,  1898. 

»  Knorr,  Fort.  d.  Meii.,  1897. 

»v.  Behring,  Dcut.  ine<i.  Woch.,  189.3. 

*  1)TN  »  M2«  signifies:   D,  Diphtheria;  TN«,  Normal  Toxin  solution;  M»«,  Meer- 
schwcinchen  or  giiinea-pig  weighing  250  grams. 

*  Ehrlich,  Kossel  und  Wasscrmann,  Deut.  med.  Woch.,  1894. 
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from  differences  which  may  have  existed  in  the  depth  of  injection  or 
rapidity  of  absorption. 

In  order,  however,  that  any  such  method  of  standardization  of  an- 
titoxin may  be  practically  applicable,  it  is  necessary  to  pro(hic(^  eitlier 
a  stable  toxin  or  an  unchangeable  antitoxin.  This  Ehrlich  achievecl  for 
antitoxin  by  drying  antitoxic  serum  in  vacuo  and  preserving];  it  in  the 
dark,  at  a  low  temperature  and  in  the  presence  of  anhydrous  phosphoric 
acid.  By  the  use  of  such  a  stable  antitoxin,  various  toxins  may  bo 
measured  and  other  antitoxic  sera  estimated  against  these. 

Given  thus  a  constant  antitoxin,  the  standardization  of  toxins  wouhl 
be  a  comparatively  simple  matter  were  the  poison  obtainal)l(»  in  a  jxr- 
fectly  pure  state.  Unfortunately  for  the  ease  of  measurement,  how- 
ever, this  is  not  the  case.  The  problem  is  rendered  difficult  by  a  nunilx^r 
of  complicating  factors,  many  of  which  have  been  brought  to  liglit  })y 
EhrUch  ^  in  his  laborious  researches  into  the  quantitative  relationship 
between  the  two  reacting  lx)dies. 

As  previously  stated,  it  had  been  noted  by  Ehrlich  and  others  tliat 
toxin  solutions  would  deteriorate  with  time;   that  is,  a  toxin-bouillon 
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which  was  found  soon  after  production  to  contain,  say,  oiglily  toxin 
units  in  each  cubic  centimeter,  would,  after  four  or  i\vc  months,  he  fouiul 
to  contain  but  forty  units  in  the  same  gross  quantity.  It  liad  lost ,  t  here- 
fore,  in  this  case,  just  one-half  of  its  toxic  power.  In  spite  of  this  loss, 
however,  P^hrlich  found  that  such  bouillon  had  retaineil  its  full  on<!:inai 
power  of  neutralizing  antitoxin.  If  the  reaction  was  purely  one  of 
chemical  neutralization,  there  seemed  to.be  but  one  explanation  of  this. 
The  toxin  molecule  must  contain  two  separate  atom  groups.  Onc^  of 
these  must  possess  the  power  of  binding  antitoxin  and  hv  stable;   this 


»  Ehrlich,  Klin.  Jahrbuch,  vi,  1897;   Deut.  mod.  Woch.,  1S98. 
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he  designates  as  the  "haptophorc"  or  "anchoring*'  group.  The  other, 
the  one  by  which  the  loxin  molecule  exerts  its  deleterious  action,  must 
be  more  easily  changed  or  destroyed;  this  he  calls  the  "toxophore" 
or  '*  poison  "  group.  In  the  altered  toxin-bouillon  in  which  a  part  of 
the  poisonous  action  has  been  lost  while  the  antitoxin-neutrahzing  power 
is  intact,  the  toxophore  group  of  some  of  the  toxin  must  have  been 
changed  or  destroyed.     Such  altered  toxin  he  speaks  of  as  "toxoid." 

In  support  of  this  hypothesis  and  for  the  purpose  of  perfecting  the 
methods  of  standardization,  Ehrlich  was  led  to  determine,  for  a  large 
variety  of  specimens  of  diphtheria  toxin,  the  precise  quantity,  in 
cubic  centimeters,  which  was  necessary-  to  neutralize  exactly  one  unit 
of  his  standard  antitoxin.  This  ho  accomplished  by  making  a  series  of 
toxin-antitoxin  mixtures,  in  each  of  which  the  quantity  of  antitoxin 
was  exactly  one  unit,  while  the  amount  of  toxin  was  gradually  increased. 
These  mixtures  were  injected  into  guinea-pigs  of  230  grams  weight. 
It  is  self-evident  that  in  such  an  experiment  the  mixtures  containing 
the  smaller  quantities  of  toxin  would  have  no  effect  upon  the  guinea- 
pigs.  Soon,  however,  a  mixture  would  be  reached  in  which  toxin  would 
l>e  sufficiently  in  excess  of  antitoxin  to  produce  the  symptoms  of  slight 
poisoning,  as  evidenced  in  local  edema,  rise  of  temperature,  etc.  The 
largest  quantity  of  toxin  which  could  be  added  without  producing  such 
symptoms  was  then  regarded  as  exactly  neutralizing  one  antitoxin  unit. 
This  quantity  of  toxin  Ehrlich  speaks  of  as  "  Limes  zero ''  (Limes  = 
threshold)  or,  briefly,  "  Lq.'' 

For  instance: 

l)ne  antitoxin  unit  -f  0.0  c.c.  toxin Xo  symptoms  of  poistmini^. 

t«  (<  It  o  M  p  p  ''  **  '*  '* 

a  t(  li  0  9  C  C  .      .  '*  "  "  ** 

(*  <<  n  \  O  O  '*  "  '*  " 

"  "  "  1.1  C.C Local  wlcMna.    Paralysis  in  'M)  days. 

1.2  c.c Death  in  10  days. 


I<  K  t  ( 


In  this  example,  L^,  therefore,  e(|uaLs  1  c.c. 

It  is  obvious,  how(»ver,  that  because  of  the  great  difficulty  in  esti- 
mating the  very  slightest  evidences  of  toxic  action  in  guinea-pigs,  a 
more  exact  nu^thod  of  standardizing  the  poisons  against  antitoxin 
would  be  to  det(Minine  how  much  toxin  would  be  required  to  neu- 
tralize one  antitoxin  unit  and  still  be  sufficiently  in  excess  to  cause 
the  death  of  a  guinea-pig  of  'i.lO  grams  in  four  to  five  days.  This  would 
then  correspond  to  the  action  of  one  toxin  unit,  unmixed  with  antitoxin. 
.4  priori  it  would  setMu  that  this  value  (expressed  by  Ehrlich  as  "  Limes 
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death  "  or  "  L^.)  must  simply  be  L^  plus  one  toxin  unit.  This,  howovcr, 
was  found  not  to  be  the  ease.  Thus,  in  the  example  given,  in  which  T 
(the  toxin  unit — the  quantity  of  the  bouillon  killing  a  guin(ja-i)ig  of  2r)0 
grams  in  four  to  five  days)  was  equal  to  O.Olc.c.,  L^,  (the  quantity  of 
toxin  completely  neutralizing  one  antitoxin  unit)  was  found  to  be  1  c.c. 
or  100  T.  In  this  same  poison,  however,  L_^  (the  quantity  of  toxin  neces- 
sary both  to  neutraUze  one  antitoxin  unit  and  yet  to  be  sufficiently  in 
excess  of  neutralization  to  kill  a  guinea-pig  of  'ioO  grams  in  four  or  five 
days)  was  not  found  to  be  merely  L^,  -f  1  T;  but  on  actual  experi- 
ment proved  to  be  L^  +  101  T. 

Expressed  graphically,  the  conditions  may  be  stat<^d  as  follows: 

7=  .01  c.c.  of  the  toxin  bouillon. 

L  +  (neutral,  of  1  antitox.  imit  yet  killing  1  pig)  =  2.01  c.c.  or  201  T. 

Lq    (complete  neutral,  of  1  antitox.  unit)  =  1.     c.c.  or  1(K)  T. 


Difference  =  1.01  c.c.  or  1(U  7\ 

Ehrlich,  at  first,  endeavored  to  explain  this  surprising  phcnouK^non 
on  the  basis  of  toxoids.  He  argued  that  the  toxoids  formed  l)y  ile- 
terioration  of  toxin  might  be  conceived  as  possessing  three  difTcrent 
degrees  of  affinity  for  antitoxin.  If  their  affinity  for  antitoxin  were 
equal  to,  or  more  marked  than,  that  of  the  toxin  itself,  they  could  have 
no  influence  upon  the  dose  L^  .  If,  however,  their  affinity  for  iiiititoxin 
were  weaker  than  that  of  to^cin,  each  fresh  toxin  unit  addiul  to  the  dose* 
Lq  would,  first  uniting  with  antitoxin,  ivplace  a  corresponding  (pian- 
tity  of  these  nontoxic  substances  of  weaker  affinity,  and  L^  would 
be  reached  only  after  all  of  these  "epitoxoids,"  as  Khrlicli  called  them, 
had  been  replaced,  and  toxin  b<»came  fn^e  in  the  mixture. 
Thus,  in  analyzing  our  example,  we  have: 

100  tox.-antitox.  -|-  100  epitox.-antitox.  =  L^,  ; 
add  1  T,  and  we  have  101  t-ox .-antitox.  4-  99  epitoxoid-antitoxin  4-  1  cpi toxoid  free; 
add  101  T  and  we  have2(X)  toxin-antitoxin  -|-  1(K)  epitoxoitl  fn'o   f- 1  T  ivi^v       L^. 

Two  facts,  however,  led  Ehrlich  to  abandon  the  opinion  that  epi- 
toxoid  was  merely  a  variety  of  toxoid.  He  found,  in  the  first  place, 
that  the  stated  relations  betw(?en  L^  and  L^  w(^re  true  for  p(M'fectly, 
fresh  toxin-bouillon  in  which  little  or  no  deterioration  had  taken  |)lace. 
He  observed,  furthermore,  that  in  old,  altered  toxin  bouillon,  whih^ 
T  was  wory  much  affected,  the  quantity  needed  to  kill  a  i)i^  con- 
stantly increasing,  and    the  number  of    actual  fatal  dos(;s  in   L,,  con- 
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stantly  decreasing  (by  reason  of  toxoid  formation),  L^.  remained 
practically  unchanged. 

Simply  stated,  this  means  that  the  cpitoxoids  or  substances  which 
have  weaker  affinity  for  antitoxin  than  toxin  itself  are  already  present 
in  fnjsh  bouillon  and  are  not  increased  with  time.  For  this  reason, 
lOhrlich  has  sc^parated  these  substances  from  toxoids.  He  calls  them  "  tox- 
on  "  and  believes  them  to  he,  like  toxin,  primary  secretory  products  of 
the  diphtlKMia  bacilli.  The  toxoids  themselves,  Ehrlich  believes,  arc  of 
two  kinds,  those  with  a  stronger  affinity  for  antitoxin  than  toxin  it- 
s(^lf  (protoxoids),  and  those  whose  affinity  for  antitoxin  is  equal  to  that 
of  toxin.    These  latter  he  calls  "syntoxoids." 

The  toxon  ((^pitoxoid  originally),  a.s  J*]hrlich  believes,  has  a  hapto- 
phon^  or  "binding"  group  similar  to  that  of  toxin,  but  a  different 
toxoj)horo  or  "poisoning"  group.  Qualitatively  it  has  been  shown 
to  differ  from  toxin  in  that,  lacking  the  power  to  produce  acute  symp- 
toms, it  causes  gradual  emaciation  and  paresis  in  animals. 

Tiiat  this  difference  in  the  poisonous  action  of  toxin  and  toxon 
IS  not  merely  a  (juantitative  difference,  referable  to  small  quantities  of 
toxin,  was  proved  by  Dn^yer  and  Madsen,*  who  showed  that  if  they  made 
a  toxin-antitoxin  mixtui'e  in  which  after  injection  the  only  evidence  of 
hicomplete  neutralization  lay  in  the  emaciation  and  final  paralysis  of 
the  test  animals,  the  (luantity  of  such  a  mixture  could  be  increased 
five-  and  tenfold,  without  producing  the  true  toxin  symptoms  in  ani- 
mals. Thes(^  authors,  too,  claim  to  have  been  able  to  immunize  against 
toxin  with  such  mixtures,  thereby  proving  the  identity  of  the  haptophorc 
groups  of  the  two  substances.  The  importance  of  this  observation  will 
become  more  evident  in  connection  with  the  section  on  the  "side- 
chain  theorv.^' 

Mefhoi)  of  Pautiaf.  Ahsorptiox  of  Toxix. — Ehrlich  '  has  gathered 
mow  exact  data  in  support  of  his  views  fmm  what  he  tenus  the  "  Method 
of  Partial  Absorption"  of  toxin  by  antitoxin. 

In  ord<'r  to  un(lei*staiid  this  method  clearly,  it  is  necessary  to  re- 
memlx^r  that  l']hrlich  ^  believes  the*  union  of  toxin  with  antitoxin  to 
take  place  according  to  the.  chemical  laws  of  valency.  Just  as  in  HjO 
oxygen  has  i\n  atr)mic  valency  of  2  for  hydrogen,  so,  in  the  fully 
neutralized  toxin-antitoxin  compound,  he  believes  antitoxin  to  have  a 


»  Dreijer  and  Mtnlsrn.  Zeit.  f.  Hyg.,  xxxvii.  1901. 

-  A'Ar/jV7»,  "Mlosanunclto  Arbeiten  zur  Immunitatsforech.,"  Berlin,  1904. 

^Ehrlich,  DcMit.  mod.  Woch..  1S98. 
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valency  of  200  for  toxin.  It  would  recjuire,  according  to  this,  200  T 
or  toxin  molecules  to  satisfy  the  affinities  of  one  antitoxin  molecule.' 

This  belief  is  based  upon  the  following  consideration:  In  determining 
the  Lq  dose,  or  fully  neutralized  toxin-antitoxin  union,  Ehrlich,  us  well 
as  Madsen,  found  that  the  number  of  T  units  contained  in  such  a 
dose  was  almost  regularly  a  multiple  of  one  hundred,  recurring  again 
and  again  as  25,  33,  50, 75,  etc.  This  pointed  to  more  or  Icjss  regularity 
in  the  deterioration  of  toxin  into  toxoid,  and  to  a  more  or  less  regular 
relation  of  toxin  to  toxon.  Now,  as  we  have  seen  hefon?,  if  we  could 
procure  a  perfectly  pure  toxin,  the  Lq  dose  plus  one  toxin  unit  would 
give  us  the  L^  dose;  that  is,  one  toxin  unit  in  exc(»«s  of  full  neutraliza- 
tion would  suffice  to  kill  a  guinea-pig  of  250  grams  in  four  to  five  da\'s. 
Since  a  perfectly  pure  toxin,  however,  has  not  been  obtainable  up  to  the 
present  time,  it  is  clear  that  the  number  of  pure  toxin  bonds  contained 
in  L^  must  be  less  than  the  actual  number  of  neutralizing  units  in  the 
combination,  a  part  of  the  antitoxin  being  bound  by  toxon  and  toxoid. 
The  actual  values  obtained  for  the  number  of  T  units  in  ]j^  has 
never  exceeded  200,  and  has  usually  been  more  than  100,  the  highest 
value  ascertained  by  Madsen  being  160.  Given,  th(»refore,  a  combining 
^ue  which,  being  a  nmltiple  of  one  hundred,  is  oft(»n  more  than  one 
hundred,  but  in  an  obviously  impure  state  has  never  reached  200,  it  is 
most  likely  that  200  represents  the  actual  value  sought  for. 

Assuming,  therefore,  upon  the  foregoing  considerations,  that  the 
valency  of  antitoxin  for  toxin  is  200,  Ehrlich  carries  out  his  exp(Mi- 
ments  in  the  following  way: 

Given  a  toxin,  the  unit  (T)  of  which  is  0.024  c.c,  he  first  deter- 
mines the  L^.  dose  which,  tested  against  the  standard  antitoxin  unit,  in 
this  case  is  2.05  c.c.  But  2.05  c.c.  =  85  T.  (or  2.05  ^  .021)  units. 
By  mixing  the  L^.  dose  of  toxin  and  antitoxin  in  such  a  way  that  the 
quantity  of  antitoxin  is  gradually  increased,  while  the  toxin  remains 
always  L^,  and  determining  upon  animals  the  amount  of  fr('e  toxin 
contained  in  each  mixture,  the  following  table  may  be  construct<'d:- 

0  antitox.  unit  representing       0  valencies -|- L 4.  =  85  frtn;   T  units. 

-\-L+  =  So      

-\-L+  =  GO      "      '•     '• 
-I-L4.  =   10      ''      '•     •' 

»  Ehrlich,  "  Schlussbetrachtiingen,"  Nothnagel's  iSyst<»rn. 
» Example  taken  from  Ehrlich,  Deut.  med.  Woch.,  1898. 
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It  is  plain  that  the  substances  with  the  strongest  afhnity  for  antitoxin 
must  be  bound  first  by  the  antitoxin.  This  does  not  diminish  the  toxic 
value  of  the  mixturp;  and  these  are  the  protoxoids.  Next  are  bound 
HjTitoxoids  and  toxins,  and,  finally,  the  toxons.  It  is  plain  that,  by 
thb  method,  the  constitution  of  any  given  toxin  may  be  ascertained, 
and  Ehrlich  has  constructed,  on  the  basis  of  these  observations,  what  he 
t«rms  his  toxin  spectrum.  Minor  ilifferences  of  toxicity  and  affinity  for 
the  antibody  have  caused  him,  by  the  partial  saturation  method  de- 
scribed,still  further  to  divide  toxin  into  proto-,  deutero-,  and  trito-toxin. 
His  spectra  graphically  describe  the  constitution  of  any  given  toxic 
bouillon  and  trace  its  deterioration  as  follows: 


/^./ 


^tUUniditr  teauUa     THttuaidSfC 


Ehriich's  opinion  as  to  the  constitution  of  toxin  is  by  no  means 
fully  accepted.     Arrhenius,'  the  great  physical  chemist,  and  Madsen, 


>i4rrAeniu8undiU(idwn,  Zeit.  f.physik.Chem.,  1902;  Festschrift,  Kopenhagen,  1902. 
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a  bactcriologiat  who  was  once  a  pupil  of  Khrlich,  have  iXAcc^ntly  ()p|)()S(Ml 
Ehrlich's  theory  on  grounds  of  physical  chemistry. 

Modem  theories  of  solution  maintain  that  substances  in  sohition 
are  broken  up  into  their  atoms  or  atom-groups,  known  as  ions.  Thus, 
NaCl  in  solution  would  be  " dissociaUnl"  into  its  Na  ion  and  its  CI  ion, 
the  completeness  of  the  dissociation  depending  upon  the  concentra- 
tion of  the  solution.  A  solution  of  NaCl,  therefore,  contains,  acconlin<: 
to  this  view,  three  substances,  NaCl  undissociated  and  free  ions  of  Xa 
and  CI,  the  relative  quantities  of  the  three  present  in  any  given  solut  ion 
being  calculable,  and  depend  upon  a  law  known  as  the  law  of  mass- 
action  of  Guldberg  and  Waage.  Th(\se  free  ions  are  the  elements,  tlierc- 
fore,  which' are  active  in  the  formation  of  further  chemical  c()ml)inati()n. 
When  a  strong  acid,  in  solution,  acts  upon  a  base,  say  llCl  ujion  am- 
monia (NH3),  strong  acid  having  the  proptuty  of  (luite  complete  dis- 
sociation in  relatively  concentrated  solutions,  little  or  no  ammonia 
would  remain  unbound.  A  weak  acid,  lik(^  boric  acid,  howevcM-,  not  })ein|!: 
as  completely  dissociated,  would  leave  some  ammonia  un('oml)ine(l  even 
after  more  than  quantitatively  sufficient  boric  acid  had  b(»en  added. 
Arrhenius  and  Madsen,  on  the  basis  of  careful  lesearches  into  the  re- 
action between  tetanolysin  and  its  antibody,  believe  that  toxin  and  anti- 
toxin possess  weak  chemical  avidity  for  each  other,  their  interaction 
being  comparable  to  that  taking  place  between  a  weak  acid  and  n  l)as(\ 
Toxin-antitoxin  solutions,  therefore,  would  ccmtain  th(^  neutral  eom- 
poundy  but  at  the  same  time  uncombined  toxin  and  antitoxin.  Tlu* 
qualities  which  Ehrlich  ascribes  to  toxon,  they  b(»li(n'e,  are  due  to 
the  unbound  toxin  present  in  such  mixtur(\s.  In  careful  studies 
in  which  they  inhibited  the  hemolytic  action  of  ammonia  by  ^ra(hial 
addition  of  boric  acid,  they  were  able  to  show  complete?  paralleiism 
between  the  conditions  governing  this  neutralization  and  those  con- 
cerned in  their  tetanus  experiments.  Their  explanation  has  the 
advantage  of  extreme  simplicity  over  that  of  Ehrlich,  but  since  the 
differences  of  opinion  arc  now  the  subject  of  active?  (^xperinu^ntal 
controversy,  a  critical  discussion  must  rest  until  further  facts  are 
revealed. 

The  Side-Ohain  Theory. — We  have  seen  that  the*  extensive  r(\<earches 
of  Ehrlich  into  the  nature  of  the  toxin-antitoxin  reaction  led  hiin  to 
believe  that  the  two  bodies  underwent  chemical  union,  formini::  a  neu- 
tral compound.  The  strictly  specific  character  of  such  reactions,  further- 
more, diphtheria  antitoxin  binding  only  diphtheria  toxin,  t(»tanus 
antitoxin  only  tetanus  toxin,  etc.,  led  him  to  assume  that  the  chemical 
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affinity  between  each  antibody  and  its   respective  antigen  depended 
upon  definite  atom  groups  contained  in  each. 

Ehrlich  ^  had.  in  18So,  published  a  treatise  in  which  he  discussed 
tlie  manner  of  cell-nutrition  and  advanced  the  opinion  that  in  order  to 
nourish  a  cell,  the  nutritive  substance  must  enter  directly  into  chemical 
coml)ination  with  some  elements  of  the  cell  protoplasm.  The  great 
numljer  and  varietv  of  chemical  substances  which  act  as  nutriment  led 
him  to  lx»lieve  that  the  highly  complex  protoplasmic  mol(»cules  of 
cells  wen^  made  up  of  a  central  atom-group  (L(»istungs-lveni)  upon 
which  d(^pcnde<l  the  specialized  activities  of  the  cell,  and  a  multi- 
plicity of  sid(^  chains  (a  temi  borrowed  from  the  chemistry  of  the 
benzol  group) ,  by  means  of  which  the  cell  entered  into  chemical  relation 
with  food  and  other  substances  brought  to  it  by  the  circulation.  If 
W(»  illustrate  graphically  by  the  chemical  conception  from  which  the 
t^^nn  side  chain  wiis  borrowed,  in  salicylic  acid,  the  formula  given,  the 

on 

I 
C 

/\ 
H— <:       C— COOH 


H— (^       (^—11 
0 


n 

b(»nz()l  rinc;  re])resents  the  ''  Ix^istungs-Kem,*'  or  radicle,  while  OOOH 
and  OH  are  side*  chains  bv  means  of  which  a  varietv  of  oth(T  substances 
may  Ix*  brought  into  relation  with  the  **  radicle,'*  for  histanct^  as  in 
nu^thvl  salicvlat(\ 

Oil 


Just  as  nutritious  substances  are  thus  brought  into  workable  re- 
lation with  the  cell  by  means  of  the  atom-groups  corresponding  to  side 
chains,  so  Ehrlich  belii^ves  toxins  exert  their  deleterious  action  only 
Ix^caiise  th(»  cells  j)oss(»ss  side  chains  by  means  of  which  the  toxin  can  be 
chemically  bound.  These  side  chains,  Ehrlich  in  his  later  work  calls 
**recept()i*s.**     Th(*  reee[)t()n?  or  »<ide  chains  pre.s(»nt   in  the  cells  and 

>  Ehrlich,  *  Das  SaiuTstofTbediirfniss  rlos  Organ iRin us.'*  Berlin,  lS8i>. 
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possessing  by  chance  specific  affinity  for  a  given  toxin,  are,  by  their 
union  with  toxin,  rendered  useless  for  their  nomial  physiological  func- 
tion. By  the  normal  reparative  mechanism  of  the  body  these  recep- 
tors are  probably  cast  off  and  regenerated.  Regenerative*  process(\s  of 
the  body,  however,  do  not,  as  a  rule,  stop  at  simi)le  n^placement  of  lost 
elements,  but,  according  to  the  hypoth(»sis  of  Wcugert/  usually  tend  to 

overcompensation.    The  receptoi*s  eliminated 
Toxirt  by  toxin  absorption  are  not,  therefore,  simj)ly 

reproduced   in   the   same  quantity  in  which 

they  arc  lost,  but  are  reproduc(Ml  in  excess  of 

-iAnlHoxin     the  simple   physiological  needs   of   the  cell. 

(Continuous  and   increasing  dosage  with  the 
poiscm,    cons(^quently,   soon    lipids    to    such 

Pj^   5(j Toxin  and         excessive  production   of    the    particular   re- 

Antitoxin.  ceptive  atom-groups  that  the  cells  involved 

in  the  process  become  overstocktMl  and  cast 
them  off  to  circulate  freely  in  the  blood.  These  fre(*ly  circulating  n*- 
ceptors — atom-groups  with  specific  affinity  for  the  toxins  us(m1  in  their 
production — represent  the  antitoxins.  These,  by  uniting  with  tlu* 
poison  before  it  can  reach  the  sensitive  cells,  prev(»nt  its  deleterious 
action.     (Fig.  56.) 

The  theoiy  of  Ehrlich,  in  brief,  then,  depends  upon  th(»  assumptions 
that  toxin  and  antitoxin  enter  into  chemical  union,  that  each  toxin 
possesses  a  spec^ific  atom-group  by  means  of  which  it  is  bound  to  a  j)re- 
existing  side  chain  of  the  affected  cell,  and  that  th(\se  sid(»  chains,  in  ac- 
cordance with  Weigert's  law,  under  the  influence  of  n»f)eat(^l  toxin  stimu- 
lation, are  eventually  overproduced  and  cast  off  by  tlu^  c<^ll  into  th(» 
cin^ulation. 

It  stands  to  reason  that  this  theoretical  conception  wouM  be  vastly 
strengthened  were  it  possible  to  show  that  such  n»ceptors  or  toxin- 
binding  atom-groups  actually  pre-<*xisted  in  the  annual  body,  and  such 
support  was  indeed  given  by  the  exiK»riments  of  Wasserniann  and  Taka- 
ki.'  These  observers  succeeded  in  showing  that  tetanus  toxin  could  be 
rendered  innocuous  if.  before  injection  into  animals,  it  was  tliorou«ihly 
mixed  with  a  sufficient  quantity  of  the  fresh  brain  substance  of  u:uin(*a- 
pigs.    Similar  observations  were  ind(*pendently  madc^  by  Asakawa,'*  and 


»  Weigert,  Vorhandl.  d.  Cies.  Deutsch.  Naturf.  u.  Aorztc.  Frankfurt.  ISlMi. 
»  Wnnsermann  und  Takaki,  liorl.  klin.  Woch.,  1S9S. 
3  Aftakaica.  Cent.  f.  Bakt.,  1898. 
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variously  confirmed.  Kempner  and  Schepilewsky  *  showed  a  similar 
relation  to  exist  between  brain  tissue  and  botulismus  toxin,  and  Myers ' 
brought  proof  of  analogous  conditions  in  the  case  of  suprarenal  tissue 
and  cobra  poison. 

In  the  discussion  of  Ehrlich's  toxin  analysis,  we  have  seen  that  he 
accounted  for  variations  in  the  quantitative  relations  by  the  existence 
of  toxoids  and  toxons.  He  explained  the  striking  fact  that  toxoids  had 
lost  their  poisonous  nature  and  yet  retained  full  powers  to  neutralize 
antitoxin  by  the  assumption  that  toxin  was  made  up  of  two  separate 
atom -groups;  one,  the  haptophore  group  which  possessed  the  specific 
affinity  for  the  antitoxin  or  cell  receptor;  the  other,  the  toxophore 
group  by  means  of  which  the  actually  harmful  effects  were  produced. 
The  haptophore  groups  of  all  three  of  these  substances,  toxin,  toxoid, 
and  toxon,  by  virtue  of  their  antitoxin-binding  power,  he  assumed  to  be 
alike;  in  toxoid,  the  toxophore  group  has  been  destroyed  or  altered; 
in  toxon,  the  toxophore  group  is  qualitatively  different  from  that  of 
toxin.  The  haptophore  group,  however,  being  alone  concerned  in  neu- 
tralizing receptors,  all  three  of  these  substances  should,  if  Ehrlich's 
theory  is  to  be  tenable,  produce  antitoxin.  Dreyer  and  Madsen,^  ac- 
cordingly, actually  succeeded  in  producing  diphtheria  antitoxin  by  im- 
munization with  toxon.  Attempts  to  produce  antitoxin  with  toxoids 
have  succeeded  in  the  hands  of  Ehrlich  and  others.  Such  experiments 
have  not,  however,  been  always  successful,  a  notable  failure  being  that 
of  Hruck.*  On  the  basis  of  such  negative  results  the  theory  was  advanced 
by  Wasscrmann  that  overproduction  of  receptors  was  stimulated  by 
the  irritation  (Zellreiz)  produced  by  the  toxophore  group — a  stimula- 
tion not  present  in  the  case  of  toxoids. 


»  Kempner  unci  Schepilewsky,  Zeit.  f.  Hyg.,  1898. 

»  Myers,  Cent.  f.  Bakt.,  i,  1899.  >  l>reyer  und  Madsen,  Zeit.  f.  Hyg.,  1901. 

*  Bruck,  Zeit.  f.  Hyg.,  1904. 


CHAPTER     XIV 

PRODIKTION   AND  TESTING   OF   ANTITOXINS 

DIPHTHERIA  ANTITOXIN 

In  spite  of  the  great  advances  in  our  theoreti(!iil  knowledge  of  anti- 
bodies, gained  during  the  last  three  deead(»s,  extensive^  therapeutic 
application  has  been  made  of  the  antitoxins  only.  Pre-eminent  among 
these  from  a  practical  point  of  view  are  the  antitoxins  against  diphtheria 
and  tetanus  toxin.  For  diphtheria,  careful  statistical  studios  have 
demonstrated,  beyond  doubt,  the  therapeutic  vahui  of  th(»  serum 
treatment.  Biggs  and  (luerard,  in  a  general  statistical  review,  ar- 
rived at  the  conclusion  that  the  death  rate  of  diphtheria  had  been  n»- 
duced  fifty  per  cent  by  the  use  of  antitoxin.  Approximately  th(?  same 
estimate  is  made  by  Dieudonne  ^  who  studied  almost  10,000  tn^ated  cases 

Production  of.  Diphtheria  Antitoxin. — The  methods  for  producing 
diphtheria  antitoxin  vary  only  in  minor  technical  details.  The  first 
requisite  for  successful  antitoxin  production  is  the  possession  of  a  strong 
toxin.  The  various  means  of  obtaining  this  are  outlined  in  the  si^ction 
on  diphtheria  toxin.  The  toxin  used  should  b(»  of  such  potency  that 
less  than  0.01.  cc.  will  kill  a  guinea-pig  of  250  grams  weight  in  four 
to  five  days.^ 

For  expt»rimental  purposes,  goats  or  sheep  may  l)e  used  for  ininiuniza- 
tion;  for  antitoxin  production  on  a  large  scale,  hors(\s  have  been  found 
to  be  the  most  usc»ful  animals.  The  horses  should  be  young,  four  to 
six  y(»ars  old,  vigorous,  and  healthy.  It  is  advisable*  that  they  l)e  sul)- 
jectt»d  to  the  mallein  test  to  exclude  possible  inf(»ction  with  glanders. 

The  toxin  injections  are  made  subcutaneously.  Because  of  the  dif- 
ferences in  susceptibility  noted  in  various  horses,  it  is  advisid)le  that  tlie 
fii'st  doses  of  toxin  should  be  either  verv  small  or  wc^akened  bv  chemicals 
or  heat,  or  combined  with  antitoxin.  In  the  Pasteur  Institute  in  Paris, 
the  small  initial  dose  of  toxin  (0.5  cc.)  is  mixed  before  injection  with 
an  equal  (juantity  of  Lugol's  solution  (iodin-potassium  iodid  sohition). 

^  Dieiuiontu'.  Arb.  a.  d.  kais.  Cie.suiidheitaaint,  ISOo  and  1S97. 
2P«rA-,  "  Pathog.  Bact€iria  and  Pmtozoa,"  N.  Y.,  lUOS. 
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Park  ^  advises  an  initial  dosc^  of  5,000  toxin  units  (alwut  20  c.e.  of 
a  strong  toxin)  combined  with  100  units  of  antitoxin.  The  same 
amount  is  given  with  the  set^ond  and  third  doses  of  toxin.  The  intervals 
between  injections  are  from  five  days  to  a  week,  depending  upon  the 
time  necessary  for  complete  subsidence  of  the  reaction  (temperature). 
The  doses  of  toxin  an^  gradually  increased  until,  at  the  end  of  two  or 
thrt»e  months,  more  than  ten  times  the  original  dose  is  given  (50,000 
units) . 

Horses  var>'  greatly  in  the  strength  of  antitoxin  which  they  will  pro- 
duce. At  the  end  of  three  or  four  months  in  favorable  animals  one 
cubic  centimeter  of  serum  may  contain  250  to  SOO  antitoxin  units.  Fur- 
ther immunization  will  often  increase  the  antitoxin  output  to  1 ,000  and 
more  units  to  the  cubic  centimeter  of  serum.  Park  states  that  none  of 
the  horst»s  used  by  him  has  ever  yielded  2,000  units  to  the  cubic  centi- 
meter. The  same  writer  advises  a  thrce  months'  period  of  n*st  from 
immunization  at  the  end  of  ever>'  nine  months,  (liven  such  resting 
perioils,  some  horses  have  continued  to  furnish  high-grade  antitoxin  for 
from  two  to  four  years. 

In  order  to  obtain  s(»rum  from  horses,  a  sharp  cannula  is  introduced 
into  the  jugular  vein.  After  leading  the  horse  into  a  specially  con- 
structed stall,  its  head  is  slightly  deflected  and  pressure  is  made  upon  the 
jugular  vein  below  the  point  into  which  the  needle  is  to  be  plunged. 
Compression  can  also  lx>  made  by  surrounding  the  neck  of  the  horse  close 
to  the  shoulders  with  a  leather  strap  over  a  pad  laid  directly  upon 
the  vein.  The  vein  becomes  visible  along  the  lower  margin  of  the  ne(rk 
in  a  line  running  from  the  angle  of  the  jaw  to  the  edge  of  the  scapula. 
The  skin,  of  course*,  is  previously  shav(»d  and  sterilized.  The  cannula 
is  th(»n  plunged  into  th(»  vein,  either  with  or  without  previous  incision 
thn)ugh  the*  skin,  and,  through  a  stfTile  rubber  tube,  the  blood  is 
allow(»d  to  flow  into  high  ghiss  cylinders  or  slant(»d  Krlennu^yer  flasks. 
In  this  way,  large  (piantities  of  blood  may  be  ol)tained  and,  according 
to  Kretz,"as  nuich  us  six  liters  mav  be  taken  at  a  thne  at  intervals  of 
a  month,  without  injuring  the  animal.  Ligature  of  the  vein  after 
bleeding  is  unnecessary. 

The  cylindei-s  and  flasks  are  allowed  to  remain  standing  for  two  or 
three  days  in  a  cool  place,  preferably  at  or  below  10°  C.  At  the  end 
of  this  time,  the  serum  may  be  pipetted   or  siphoned  away  from  the 


'  Park,  loc.  cit.,  p.  212. 

-Kretz,  in  *'  llandb.  <ier  Tochn.  u.  Moth.  d.  Iiiimim.,"Kraus  and  Lcvaditi,vol.  ii, 
1908. 
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clot  ari'l  rton-d  in  the  n.'frigf-rator.  In  order  to  diniinisa  the  chances  uf 
coritariiination,  five-tenths  per  cent  of  carbolic  aciil  or  four-tent  lis  jxt 
c^rnt  of  trj-^'nr.-yj  may  be  adde<l. 

Antitoxin  is  fairly  stable  and  if  kept  in  a  cool,  dark  place,  may  re- 
main a/'tive,  with  but  slight  deterioration,  for  as  long  as  a  year.  Kept 
in  a  dr\'  state,  in  vfuruo,  over  anhydrous  phosphoric  acid,  by  the  methoil 
of  Khrli^-h,  it  n:tains  its  strength  indefinitely. 

Staadtfdixatioii. — Since  antitoxin  units  arc  measured  in  terms  of 
toxin,  it  is  obvious  that  uniformity  of  measurement  necessitates  the 
[Kjssfrssion  by  the  various  lalxiratories  of  a  uniform  toxin.  Antitoxin 
Ufing  more  stable  than  toxin,  uniformity  of  toxin  is  obtained  by  means 
of  a  standanl  antitoxin  distributed  from  a  central  laborator\'.  This  was 
first  done  by  Khrlich  in  Germany,  and  is  now  done  for  the  United  States 
by  the  Public  Health  and  Marine  Hospital  Service  laboratories.  Bottles 
of  the  distributed  antitoxin  arc  marked  with  the  number  of  units  con- 
tainc;^]  in  each  cubic  centimeter.  Dilutions  of  this  antitoxin  are  mixed 
with  varying  quantities  of  the  toxin  to  be  tested,  the  mixtun»s  arc  al- 
lowe<l  to  stand  for  fift^-'en  minutes  to  permit  union  of  the  two  elements, 
and  injections  into  guinea-pigs  of  250  grams  weight  are  made.  In  this 
way,  the  L+  dose  of  the  t^ixin  is  determined.  (The  L^.  dose,  as  we  have 
seen  in  a  previous  section  [p.  20S],  is  the  quantity  of  poison  not  only  suf- 
ficient to  neutralize  one  antitoxin  unit/  but  to  contain  an  excess  bevond 
this  sufficient  to  kill  a  guinea-pig  of  250  grams  in  four  to  five  days. 
L^.  is  chosen  rather  than  L^,  the  simple  neutralizing  dose,  because  of 
the  difference  bctwec^n  toxins  in  their  cont(?nts  of  toxoid  and  toxon.') 

The  L+  dose  of  the  toxin  having  thus  been  determined,  this  (juantity 
is  mixed  with  varying  dilutions  of  the  unknown  antitoxin.^  Thus, 
given  an  antitoxin  in  which  300  to  100  units  to  the  cubic  centhiieter 
are  suspected,  dilutions  of  1  :200,  1  :2.")0,  1  :300,  etc.,  arc  made.  One 
cul)ic  centimeter  of  eac^h  of  these  is  mixed  with  the  L^.  dose  of  the  toxin, 
and  the  mixtures  arc  injected  into  guinea-pigs  of  about  2.")()  grams,  if 
th(j  guinea-pig  receiving  L^.  plus  the  1  :  2.jO  dilution  lives  and  the  one  re- 
ceiving L^.  plus  the  1  :300  dilution  dies  in  the  given  time,  we  know  that 
the  unit  sought  must  lie  between  th(?se  two  values,  and  fuilluM'  siniihir 
experiments  will  easily  limit  it  more  exactly.    The  possibility  of  error  in 


>  A  unit  of  diphtheria  antitoxin  is  a  qiiiintity  of  antitoxin  suffici(>iit  to  protect  :i 
guinco-piK  of  250  ^rams  a^aiuHt  KX)  times  tlm  fatal  (Iohc  of  diplitlieria  toxin. 

^Madnen^  in  KniiiH  u.  Iieva<liti,  **  Han(n)urh,"  etc.,  19()7. 

* IhinUz,  "Die  Wcrthbcm.  dcr  lleilsera,"  in  Kollc  u.  Wassenuann,  **  Iland- 
buch,"  etc. 
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measurement  is  much  diminished  by  the  use  of  larger  quantities  of  dilu- 
tions higher  than  those  given.     Four  c.c.  is  the  volume  usually  injected. 

Since  1902,  the  production  and  sale  of  diphtheria  antitoxin  has  been 
regulated  by  law  in  the  United  States.  From  time  to  time,  antitoxin  is 
bought  in  the  open  market  and  examined  at  the  hygienic  laboratories  of 
the  United  States  Public  Health  and  Marine  Hospital  Service.  Anti- 
toxic serum  which  contains  less  than  two  hundred  units  to  each  cubic 
centimeter  is  not  permitted  upon  the  market. 

In  a  previous  section  wc  have  seen  that  Hiss  and  Atkinson  *  and 
others  have  shown  an  increase  in  the  globulin  contents  of  blood  scrum 
of  immunized  animals.  It  has  been  shown,  furthermore,  that  the  pre- 
cipitation of  such  serum  with  ammonium  sulphate  carried  clown  in  the 
globuUn  precipitate  all  the  antitoxic  substances  contained  in  the  serum. 
Upon  a  basis  of  globulin  precipitation,  Gibson  *  has  recently  perfected  a 
method  of  concentrating  and  purifying  diphtheria  antitoxin  for  thera- 
peutic use.  This  procedure,  as  carried  out  at  the  New  York  Depart- 
ment of  Health,  is,  in  principle,  as  follows: 

The  serum,  as  taken  from  the  horse,  Ls  heated  to  56°  C.  for  twelve 
houi-s.  This  converts  about  half  of  the  pseudoglobulin  into  euglobulin, 
the  antitoxin  n^maining  in  the  pseudoglobulin  fraction.'  It  is  then  * 
precipitated  with  an  equal  volume  of  a  saturated  ammonium  sulphate 
solution.  After  two  hours,  the  precipitate  is  caught  in  a  filter  and 
redissolved  in  a  quantity  of  water  corresponding  to  the  original  quantity 
of  serum.  AfkT  filtration,  this  solution  is  again  precipitated  with 
saturated  ammonium  sulphate  solution  and  the  precipitate  again  fil- 
tered off.  The  precipitate  is  then  treated  with  a  saturated  solution  of 
sodium  chloride  of  double  the  volume  of  the  original  serum.  This  is 
allowed  to  stand  for  about  twelve  hours.  At  the  end  of  this  time  the 
antit^)xin-<'()ntaining  globulin  is  in  solution  and  is  pipetted  away  from 
the  precipitate  and  filtered.  This  salt-solution  extrac^t  is  then  pre- 
cipitated with  twenty-five  hundredths  per  cent  acetic  acid.  The  re- 
sulting precipitate  of  globulin  is  thoroughly  dried  by  pressure  between 
filter  papers  and  phu'(»d  in  a  parchment  dialyzer.  Dialysis  with  run- 
ning wat<»r  is  continued  for  seven  to  eight  days,  after  neutralization  with 
sodium  carbonate,  in  order  to  remove  the  sodium  chloride.  At  the 
end  of  this  time,  the  globulin  solution  remaining  in  the  dialyzer  is  fil- 


'  HiHH  iiml  Atkinson,  Jour.  Exper.  Med.,  v,  1900. 
■Gibson,  Jour,  of  Biol.  Chcm.,  i,  1906. 

*  Dr.  Bnmhaf,  personal  communication. 

*  Gibson  and  Collins ,  Jour,  of  Biol.  Chem.,  iii,  1907. 
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terod  through  a  Berkcfcld  candle  for  the  purpose  of  sterilization,  after 
the  addition  of  0.8  per  cent  sodium  chlorid.  According  to  Gibson,  this 
method  produces  a  yield  of  antitoxin  which  ecjuals  about  four-fifths 
of  the  original  quantity  but  ls  concentrated  five-  to  seven-fold.  The 
method  has  more  recently  been  modified  as  follows: 

After  heating  to  56°  C,  as  alx)ve,  and  cooling,  ammonium  sulpliate  is 
added  to  the  serum  to  thirty  per  cent  saturation.  This  ])rings  down  all 
the  euglobulins.  This  is  then  filtenid  and  the  filtrate,  which  contains 
the  pseudoglobulins  with  the  antitoxin,  is  again  precijntated  witli 
ammonium  sulphate  in  a  concentration  of  fifty-four  pc^r  cent  of  satura- 
tion. The  precipitate  is  then  separated  on  a  paper,  pressed  to  dryness, 
and  directly  dialyzed.^ 

Park  and  Thorne-  have  found  that  the  use  of  such  conc(^nt  rated 
antitoxin  is,  therapeutically,  equally  efficient  as  th(^  unconcentratod, 
and  possesses  the  advantage  of  less  frequently  giving  rise  to  the  sec- 
ondary reactions  in  skin  and  mucous  membranes  occasionally  noticed 
after  the  use  of  ordinary  antitoxin,  and  referable,  probably,  to  some 
other  constituent  of  the  hoi'se  serum. 

Diphtheria  antitoxin  is  therapeutically  used  in  doses  ranging  from 
3,000  to  20,000  units.  For  prophylactic  imnmnization  (jf  liealthy 
individuals,  about  500  units  should  be  used. 

TETANUS   ANTITOXIN 

Prodnction  of  Tetanus  Antitoxin. — The  production  of  tetanus  anti- 
t-oxin  is,  in  every  way,  analogous  to  that  of  diplitlieria  antitoxin.  It 
is  necessary  in  the  first  place  to  produce  a  j)owerful  tetanus  toxin.  The 
methods  of  procuring  this  will  be  discussed  in  the  section  upon  tet- 
anus toxin,  page  45S.  Suffice  it  to  say  here  that  tlu*  most  satisfactory 
method  of  obtaining  toxins  consists  in  cultivating  the  bacilli  upon  veal 
broth  containing  five-tenths  per  cent  to  two  per  cent  sodium  chlorid 
and  one  pcM*  cent  pepton.  It  has  l)een  advised,  also,  that  the  broth  should 
be  neutralized  by  means  of  magnesium  carbonate  rath(M'  than  with 
sodium  hydrat<*.  The  bacilli  are  cultivated  for  eight  to  ten  days  at  incu- 
bator temperature  and  the  broth  filtered  rapidly  through  Hcikcfcld 
filters.  The  tx)xin  may  be  preservetl  in  the  liquid  form  with  the  ad- 
dition of  five-tenths  per  cent  carbolic  acid,  or  may  be  preserved  in  the 
dr}'  state  after  precipitation  with  ammonium  sulphate. 


*  Dr.  Banzhaj,  personal  communicntion. 

=  Park  and  Throne,  Amcr.  Jour.  Med.  JSci..  Nov.,  1906. 
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It  is  necessary  to  determine  the  strength  of  the  poison.  This  is  done 
according  to  Behring  *  by  determining  the  smallest  amount  of  toxin 
which  will  kill  a  white  mouse  of  twenty  grams  w^eight  within  four  days. 
This  is  most  easily  done  by  making  dilutions  of  the  toxin  ranging  from 
1  :  100  to  1  :  1,000,  and  then  injecting  quantities  of  0.1  c.c.  of  each  of 
these  dilutions  subcutaneously  into  white  mice.  In  this  way,  the  mini- 
mal lethal  dose  is  ascertained. 

For  the  actual  production  of  antitoxin,  horses  have  been  generally 
found  to  be  the  most  favorable  animals.  The  horses  should  be  healthy 
and  from  five  to  seven  years  old.  The  first  injection  of  toxin  admin- 
isten^d  to  these  animals  should  be  attenuated  in  some  way.  Vari- 
ous methods  for  accomplishing  this  have  been  in  use.  In  America, 
the  fii*st  injection  of  about  ten  to  tw(»nty  thousand  minimal  lethal  doses  ^ 
(for  mice  of  twenty  grams  weight)  is  usually  made  subcutaneously  to- 
gether with  sufficient  antitoxin  to  neutralize  this  quantity.  In  Germany, 
V.  B(*hring  usc»s,  for  his  fii*st  injection,  a  much  larger  dose  of  toxin  to 
which  about  0.25  per  cent  of  terchlorid  of  iodin  has  been  added. 
Innnediately  after  an  injection,  the  animals  will  usually  show  a  reac- 
tion expressed  by  a  rise  of  temperature,  refusal  of  food,  and  some- 
times muscular  twitching.  A  second  injection  should  never  be  given 
until  all  such  symptoms  have  completi^ly  subsided.  This  being  the  case, 
aft(*r  five  to  eight  days  double  the  original  dose  is  given  together  with 
a  neutralizing  amount  of  antitoxin  or  with  the  addition  of  terchlorid  of 
iodin.  Again  after  five  to  eight  days,  a  larger  dose  is  given  and  there- 
after, at  similar  intervals,  the  quantity  of  toxin  is  rapidly  increased.  In 
America  the  neutralizing  antitoxin  is  omitted  after  the  third  or  fourth 
injection;  in  v.  liehring's  laborator}'  the  quantity  of  terchlorid  of  iodin 
is  gradually  diminisluHl.  The  increase  of  dosage  is  often  controlled  by 
the  det(»nnination  of  the  antitoxin  conti»nts  of  the  animal's  blood  senmi. 
The  inmiunization  is  in(^r(»as(Hl  until  enormous  dosi\s  (500  c.c.)  of  a 
toxin  in  which  the  minimal  lethal  dose  for  mice  is  represented  by 
0.(K)01  c.c,  or  less,  is  bonie  by  the  horses  without  apparent  harm. 

The  antitoxic  senim  is  then  obtained  by  bleeding  from  the  jugular 
vein,  as  in  the  case  of  diplitheria  antitoxin.  It  may  be  pres(*rv'ed  in  the 
licpiid  state  by  tlie  addition  of  five-tenths  per  cent  of  carbolic  acid  or 
four-tenths  per  cent  of  tricresol. 

'  V.  HchHnu,  Vj^'M.  f.  Hyp.,  xii,  1892  ;  Dent.  me<l.  Woch.,  1900. 

=  According  to  Park  the  '*  horses  receive  5  c.c.  as  the  initial  dose  of  a  toxin 
of  which  1  c.c.  kills  250,(XX)  grams  of  guinea-pig,  and  along  with  this  a  suflicient 
amount  of  antitoxin  to  neutralize  it." 
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Standardization. — The  universal  prophylactic  use  of  tetanus  antitoxin 
has,  as  in  the  case  of  diphtheria  antitoxin,  necessitated  its  standardiza- 
tion. A  variety  of  methods  are  in  use  in  different  parts  of  the  world. 
In  the  following  description  the  American  method  only  will  be  consid- 
ered as  laid  down  under  the  law  of  July,  1908,  and  based  upon  the  work 
of  Rosenau  and  iVnderson  ^  at  the  United  States  Hygienic  Laboratories 
at  Washington. 

In  conjunction  with  a  committee  of  the  Society  of  American  Bac- 
teriologists, these  authors  have  defined  the  unit  of  tetanus  antitoxin  as 
follows: 

The  unit  shall  be  ten  times  the  least  amount  of  serum  necessar>'  to 
save  the  life  of  a  350  gram  guinea-pig  for  ninety-six  houi*s  against  the 
official  test  dose  of  standard  toxin.  The  test  dose  consists  of  100  minimal 
lethal  doses  of  a  precipitated  toxin  preserved  under  special  conditions 
at  the  hygienic  laboratory  of  the  Public  Health  and  Marine  Hosj)ital 
Service.  (The  minimal  lethal  dose  is  in  this  case,  unlike  Behring's 
minimal  lethal  dose,  measured  not  against  20  gram  mice,  but  against 
350  gram  guinea-pigs.) 

In  the  actual  standardization  of  tetanus  antitoxin,  as  in  that  of  diph- 
theria antitoxin,  the  L+  dose  of  toxin  is  employed.  The  L^  doso  is, 
however,  in  this  case,  defined  as  the  smallest  quantity  of  tetanus  toxin 
that  will  neutralize  one-tenth  of  an  immunity  unit,  plus  a  quantity  of 
toxin  sufficient  to  kill  a  350  gram  guinea-pig  in  just  four  days.  At  the 
Hygienic  Laboratory  at  Washington,  a  standard  toxin  and  antitoxin 
are  preserved  under  special  conditions,  and  standard  toxin  and  anti- 
toxin, arbitrary  in  their  first  establishment,  are  kept  constant  by  being 
measured  against  each  other  from  time  to  time.  In  measuring  the  anti- 
toxic serum  thus  preserved,  at  the  Hygienic  Lal)oratory,  a  mixture  of 
one-tenth  of  a  unit  of  antitoxin  and  100  minimal  lethal  doses  of  thc^ 
standard  toxin  must  contain  just  enough  free  poison  to  kill  tlie  guinoa- 
pig  in  four  days.  This  L^.  dose  of  the  standard  toxin  is  given  out  to 
those  interested  conunercially  orotherwise  in  the  production  of  antitoxin. 

In  measuring  an  unknown  antitoxic  serum  against  this  Jj^  dose*  of 
toxin,  a  large  number  of  mixtures  are  made,  each  contalnin*^  the 
L^  dose  of  the  toxin  and  varying  quantities  of  the  antitoxin.  Dilu- 
tions must  always  be  made  with  0.85  per  cent  salt  solution  and  the 
total  quantity  injected  into  the  animals  should  always  be  brought  up  to 


»  Rosenau  and  Anderson,  Pub.  Health  and  Mar.  Hosp.  Serv.  U.  S.,  Hyg.  La]>.  Bull. 
43, 1908. 
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4  c.c.  with  salt  solution  in  order  to  equalize  the  conditions  of  concen- 
tration and  pressure.  The  mixtures  are  then  kept  for  one  hour  at 
room  temperature  in  diffused  light.  After  this  they  are  subcutaneously 
injected  into  a  series  of  guinea-pigs  weighing  from  300  to  400  grams. 
The  following  example  of  a  test  is  taken  from  the  article  by  Rosenau 
and  ^Vnderson  quoted  above. 


No.  of 
Guinea- 

WeiKht  of 

Guinea-pig 

(Grams.) 

JSUBCUTANKOUH   InJKCTION   OF  A 

MixTURK  or 

Time  of  Death. 

pig- 

Toxin 
(Teet  Done). 

Antitoxin. 

Gram. 

c.c. 

1 

360 

0.0006 

0.001 

2  days  4  hours 

2 

350 

.0006 

.0015 

4  days  1  hour 

3 

350 

.0006 

.002 

Symptoms 

4 

360 

.0006 

.0025 

Slight  symptoms 

5 

350 

.0006 

.003 

No  symptoms 

In  this  series  the  guinea-pig,  receiving  0.0015  c.c.  of  the  antitoxin,  died 
in  approximately  four  days;  0.0015  c.c.  therefore  represents  one-tenth 
of  an  immunity  unit. 

In  therapeutically  employing  antitoxin  for  prophylactic  purposes, 
about  1,500  units  should  be  employed. 


CHAPTER   XV 

LYSINS,  AGGLUTININS,   PRECIPITINS,   AND  OTHER  ANTIBODIES 

LYSIN8 

In  the  immediately  preceding  sections,  we  have  dealt  soMy  with 
immunity  as  it  occurs  where  soluble  toxins  play  an  important  part 
and  in  which  antitoxins  arc  developed  in  the  immunized  subject.  There 
are  many  species  of  pathogenic  bacteria,  however,  which  stimulate 
the  production  of  little  or  no  antitoxic  substance  when  introduced  into 
animals,  and  the  resistance  of  the  immunized  animal  can  not,  th(»refore, 
be  explained  by  the  presence  of  antitoxin  in  the  blood. 

V.  Fodor,*  Nuttall,^  Buchner,'  and  others  had  in  18S()  and  the  y(»ars 
following  carried  on  investigations  which  showed  that  normal  blood 
serum  possessed  the  power  of  killing  certain  of  the  pathogeni(!  l)acteria. 
Nuttall,  working  under  the  direction  of  Fliigge,  made  the  important  dis- 
covery that  this  bactericidal  power  became  gradually  diminished  with 
time,  and  could  be  experimentally  destroyed  by  exposure  of  the  somm 
to  a  temperature  of  56°  C.  for  one-half  hour.  Buchn(*r,  who  confirnuHl 
and  cxtcmded  the  observations  of  Nuttall,  called  this  thermolabilo  sub- 
stance upon  which  the  bactericidal  character  of  the  serum  seemed  to 
depend  "alexin." 

Our  knowledge  of  the  bact<^ricidal  action  of  serum  was,  r.oon  tli?r'- 
after,  exU»nsively  increased  by  the  discovery,  l)y  Pfc^iffer  and  I  ui;!!*/ 
that  cholera  s})irilla  injected  into  the  peritoneal  cavity  of  a  cholcTi- 
immune  guinea-pig  were  promptly  killed  and  almost  completely  d".;- 
solved.  The  same  phenomenon  could  be  observed  when  the  .'pirilla. 
mixed  with  fresh  immune  serum,  were  injected  into  the  periton(*uin  (;f  a 
normal  guinea-pig. 

The  processes  observed  by  PfeifTer  as  taking  place  intraperitoneally 
were  soon  shown  by  Metchnikoff,*  Bordet,*  and  others  to  take  phice, 
though  to  a  lesser  extent,  tn  xntro,    Bordet,  furthennore,  observed  that 


»  r.  Fwhr,  Doiit.  ined.  Woch..  1886.  ^  Nuttall,  Zeit.  f.  Hyg.,  1880. 

*Biichner,C<^nt.  f.  Bakt..  1889.  *  P/ei/ferund /sofjf,  Zeit.  f.  llyg.,  1894. 

»  Metchnikoff,  Ann.  de  I'inst.  Pastour,  1895.  •  Bordet,  ibid.,  1895. 
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the  bacteriolytic  digestive  power  of  such  immune  serum,  when  destroyed 
by  heating,  or  after  being  attenuated  by  time,  could  be  restored  by  the 
addition  to  it  of  small  quantities  of  normal  blood  serum.  It  could,  in 
other  words,  be  "reactivated"  by  normal  serum.  From  this  obser- 
vation Bordet  drew  the  conclusion  that  the  bactericidal  or  bacteriolytic 
action  of  the  serum  depended  upon  two  distinct  substances.  The  one 
present  in  normal  serum  and  thermolabile,  he  conceived  to  be  identical 
with  Buchner's  alexin.  The  other,  more  stable,  produced  or  at  least 
increased  in  the  serum  by  the  process  of  immunization,  he  called  the 
"sensitizing  substance."  This  substance,  he  believed,  acting  upon 
the  bacterial  cells,  rendered  them  vulnerable  to  the  action  of  the  alexin. 
Without  the  previous  preparatory  action  of  the  "  sensitizing  substance  " 
the  alexin  was  unable  to  act.  Without  the  co-operation  of  alexin,  the 
"sensitizing  substance  ''  produced  no  visible  effects. 

Bordet's  interpretation  of  the  phenomenon  of  lysis  differs  essentially 
from  that  of  Ehrlich,  in  that  both  active  serum  components  are  con- 
ceived by  him,  though  independent,  to  act  directly  upon  the  bacterial 
cell.  A  few  years  later,  Bordet  was  able  to  show  that  exactly  analogous 
conditions  governed  the  phenomenon  known  as  "hemolysis"  or  dis- 
integration of  red  blood  cells. 

It  had  been  known  for  many  years  that  in  the  transfusion  of  blood 
from  an  animal  of  one  species  into  an  animal  of  another  species,  in- 
jury was  done  to  the  red  corpuscles  which  were  introduced.  Observed 
in  the  test  tube,  the  red  cells  in  the  heterologous  serum  were  seen  to 
give  up  their  hemoglobin  in  the  fluid,  the  mixture  taking  on  the  red 
transparency  characteristic  of  what  is  known  as  "  laked  "  blood.  Buch- 
ner,*  in  his  al(»xin  studies,  had  shown  that  the  blood-cell  destroying 
action  of  the  normal  serum  was  subject  to  the  same  laws  as  the  bac- 
tericidal power  of  similar  serum,  in  that  it  was  destroyed  by  heating, 
and  he  assumed  that  both  the  bacteriolytic  and  the  hemolytic  action 
of  normal  serum  were  due  to  the  same  "  alexin. *'  Metchnikoff,'  more- 
over, had  pointed  out  the  striking  analogy  between  the  two  phenomena 
as  early  as  1K89. 

Bordet  ^  now  observed  that  the  blood  serum  of  guinea-pigs  previously 
treated  with  the  defibrinated  blood  of  rabbits  develoixid  marked  powers 
of  dissolving  rabbits'  corpuscles,  and  that  this  hemolytic  action  could 


»  Buchner,  Arch.  f.  Ily^.,  xvii,  189.3;  Waremherg,  Arch.  d.  itiAI.  exper..  1S91. 
» Metchnikoff,  Ann.  do  Tinst.  Pasteur,  1889. 
» Bordet,  Ann.  de  I'inst.  Pasteur,  t.  xii,  1898. 
15 
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be  destroyed  by  heating  to  56°  C,  but  "  ix>activated  "  by  the  addition  of 
fresh  normal  serum.  He  had  thus  produced  an  ininuine  hemolysin, 
just  as  Pfeiffer  had  produced  immune  bacteriolysin,  and  had  demon- 
strated the  complete  parallelism  which  existed  between  tlie  two  phe- 
nomena. 

A  practical  t<^st-tul>e  method  was  thus  given  for  the  inv(\stigation  of 
the  lysins,  just  as  a  practi(^al  test-tub(^  metliod  for  antitoxin  resc^archcs 
had  been  developed  by  Ehrlich  in  his  ricin-antiricin  exj)erinients. 

The  path  of  investigation  thus  poinU^d  out  by  Bordet  was  soon  ex- 
plored in  greater  detail  by  Ehrlich  and  Morgenroth.*  Th(»  nnisoning 
which  Ehrlich  had  applied  in  explaining  the  production  of  antitoxins 
was  thought,  by  these  obs(»rvers,  to  be  e(|ually  appHcable  to  the  })li(»- 
nomena  of  bacteriolysis  and  hemolysis. 

Since  the  themiohibile  substan(»e  or  alexin,  n^named  bv   Ehrlich 

/  ft 

"complement/'  wsis already  present  in  nonnnl  serum  and  liad  been  sliown 
to  be  little,  if  at  all,  inc^reasc^d  during  the  process  of  inununization, 
this  substance  could  have  but  little  relation  to  t.h(»  changes  taking  place 
in  the  animal  body  as  immunity  was  acquired.  The  mon*  stable*  serum- 
component,  however,  the  "substance  sensibiHsat rice '*  of  Bordet,  or, 
as  Ehrlich  now  called  it,  the  "innnune  body,''  was  tlu*  ouv  which  seemed 
specifically  called  forth  by  the  process  of  active  immunization.  lOhrlich 
argued,  therefore,  that  when  bacteria  or  blood  cells  w(M"(*  inj<'ctcd  into 
the  animal,  certain  atom-groups  or  chemical  components  of  the  injected 
substances  were  united  to  other  atom-groups  or  "side*  chains"  of  the? 
protoplasm  of  the  tissue  cells.  These  "side  chains"  or  receptors,  then 
reproduced  in  excess  and  finally  thrown  (roc  into  the  circulation,  con- 
stituted the  "immune  bodv."  The  imnume  body,  therefore,  Ik^  con- 
cludeil,  must  possc»S8  atom  complex(is  which  endow  it  with  specific 
chemical  affinity  for  the  bacteria  or  n'd  blood  c(»lls  used  in  its  produc- 
tion. This  contention  was  supported  by  Ehrlich  and  Morgenroth  by 
an  ingenious  series  of  exp(»riments. 

Having  in  their  possession,  at  that  time,  the  blood  serum  of  a  gr)at 
immunized  against  the  red  blood  cells  of  a  sheep,  they  inactivated  it 
(destroyed  the  complementer  alexin)  by  heating  to  M'  C  Tin*  serum 
then  containtnl  only  the  *' substance  sensil)ilisatrice'*  or  immune  body. 
To  this  inactivated  senim  they  added  sh(H*p*s  red  eorpnscles,  without 
obtaining  hemolysis.  Having  left  th(^  inactive  .^ennn  and  the  shcM'p's 
coipuscles  in  contact  with  eacli  other  for  some  time,  thry  separated 


»  Ehrlich  iind  Morgcnroth,  H«»rl.  klin.  Woch..  1.  IS<MI. 
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them  by  centrifugalization.  To  the  supernatant  fluid,  they  now  added 
sheep-blood  corpuscles  and  normal  goat  serum  (complement)  and  found 
that  no  hemolysis  took  place.  The  immune  body  had  apparently  gone 
out  of  the  scrum.  The  red  cells  which  had  been  in  contact  with  the  serum 
and  separated  by  the  centrifuge  were  then  washed  in  salt  solution  and 
to  them  complement  was  added  in  the  form  of  fresh  normal  serum. 


lminuni5tn43Mb«l«iic*  C«mplenwnt 


BodyCcU 

Fia.   57. — Ehruch's  Conception  op  Cell-Receptoiw,  Givinq  Rise   to  Lytic 

Immune  Bodies  (Haptines  of  the  Third  Order). 

Hemolysis  occurred.  It  was  plain,  therefore,  that  the  immune  body 
of  the  inactivated  serum  had  gone  out  of  solution  and  had  become  at- 
tached to  the  red  blood  cells,  or,  as  Ehrlich  expressed  it,  the  immune 
body  by  means  of  its  "  haptophore  *'  atom-group  had  become  united 
to  the  corpus(^les.    In  contrast  to  this,  if  normal  goat  serum  (containing 


Complement 


Inwnun*  hotfy 


Cell  used  for  immuni5inij 

Fio.    58. — ('omplement,    Amboceptor    or  Immune    Body,    and    Antigen    on 

Immunizing  Substance. 

complement  only)  was  added  to  sheep  corpuscles  and  separated  again 
by  centrifugalization,  the  supernatant  fluid  was  found  to  be  still  capable 
of  reactivating!;  inactivated  serum  (immune  body).  This  he  interpreted 
as  proving  that  the  complement  was  not  bound  to  the  corpuscles  directly. 
If  the  throe  factors  concerned — corpuscles,  immune  body,  and 
complement — wvre  mixed  and  the  mixture  kept  at  0®  C,  no  hemolysis 
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occurred;  yet,  centrifugalized  at  this  temperature,  immune  body  was 
found  to  have  become  bound  to  the  coipusdes,  the  complement  re- 
maining free  in  the  supernatant  fluid.  If  the  same  mixture,  how(»vcr, 
was  exposed  to  37^  C,  hemolysis  promptly  occurred. 

From  theses  facts,  Ehrlich  concluded  that  complement  did  not  direct- 
ly combine  with  the  corpuscles,  but  did  so  through  the  intervention  of 
the  immune  botly.  This  immune  body,  he  reasoned,  possessed  (wo 
distinct  atom-groups  or  haptophores;  one,  th(^  cytophik*  haptopliore 
group,  possessing  strong  chemical  affinity  for  the  red  blood  c(»ll;  the 
other,  or  complementophile  haptophore  group,  with  weaker  avidity 
for  the  complement.  Because  of  this  double  combining  power,  l^hrlich 
speaks  of  the  immune  body  as  "  amboceptor."  His  views  as  to  tlie  natun* 
and  action  of  immune  body  and  complenu»nt  are  graphically  represented 
in  Figs.  57  and  58  (p.  227). 

From  what  has  been  said  before,  it  will  be  seen  that  the*  fund- mental 
difference  l>etween  the  conceptions  of  the  mechanism  of  the  lytic  proc- 
esses as  held  by  Bordet  and  by  Khrlich  lies  in  the  ability  of  the  alexin 
or  complement  to  act  dircn^tly  upon  the  antigen,  as  claimed  by  Bor- 
det, or,  as  Ehrlich  holds,  only  through  the  intermediation  of  the  im- 
mune body.  Bordet's  views,^  by  no  means  disproved  and  still  held  by 
many  bacteriologists,  may  be  summed  up  in  his  own  words  as  follows: 
"Neither  immune  body  nor  antigc^n  (bacterium,  blood  cell,  etc.)  alone* 
has  any  manifest  affinity  for  alexin  (complement);  but,  united,  they 
fonn  a  complex  which  can  absorb  alexin.''  The;  absorption  of  conipl*'- 
ment  is  thus  conceived  as  a  property  of  the  immuiu*  body  or  amboceptor 
(or,  in  Bordet's  language,  scmsitizer)  plus  its  specific  antigen — acting  as  a 
complex  and  not  through  a  complementophile  group  of  the  innnune  body. 

A00LUTININ8 

Although  Metchnikoflf '  and  Charrin  and  Roger'  had  notices  I  pecul- 
iarities in  the  growth  of  bacteria  when  cultivated  in  innnun(»  sera,  which 
wen*  unquestionably  due  to  agglutination,  the  first  nrognition  of  the 
agglutination  reaction  as  a  separate  function  of  imnnmc*  sera  was  the 
achievem(»nt  of  (Jruber  and  Durham.  While  inv(»stigating  tlu*  PfcilTer 
redaction  with  B.  coli  and  the  cholera  vibrio,  (iniber  and    Uurham  ' 


^Bor(ht,\  R<'siini«'»  of  Immunity  in  "  Studies  in   Immunity."     Tninsl.  I)y  (Jay, 
Wiley  A:  Son.  1909. 

*  Metrhriikojr,  *'  flUulon  sur  I'immunite,"  IV  Memoir.  1S91. 
af/wimw  et  Roger,  Compt.  rend,  rle  la  hoc.  de  hiol.,  1SS9. 
^Grxiher  und  Durham,  Miinch.  med.  Woch.,  1S96. 
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noticed  that  if  the  respective  immune  sera  were  added  to  bouillon  cul- 
tures of  these  two  species,  the  cultures  would  lose  their  turbidity  and 
fiake-like  clumps  would  sink  to  the  bottom  of  the  tube,  the  supernatant 
fluid  becoming  clear.  Gruber,  at  the  same  time,  called  attention  to  the 
fact  that  immune  sera  would  affect  in  this  way  not  only  the  microor- 
ganism used  in  their  production,  but,  to  a  less  energetic  extent,  other 
closelv  related  bacteria  as  well. 

Widal,  v(»ry  soon  after  Gruber  and  Durham's  announcement,  ap- 
plied the  agglutination  reaction  to  the  practical  diagnosis  of  typhoid 
f(»ver,  finding  that  the  serum  of  patients  afflicted  with  this  disease 
showed  agglutinating  power  over  the  typhoid  bacillus  at  early  stages 
in  the  course  of  the  fever.  The  reaction,  thus  practically  applied  to 
clinical  diagnosis,  was  soon  shown  to  be  of  great  importance  in  its 


Fig.  59. — Microscopic  Agglittinatign  Reaction. 

bearing  on  bacteriological  species  differentiation.  Since  animals  im- 
munized against  a  definite  species  of  bacteria  acquire  in  their  sera 
specific  agglutinating  powers  for  these  bacteria  and  at  best  only  slight 
agglutinating  powers  for  other  species,  immune  sera  can  be  used  ex- 
l<Mi.siv(*ly  in  differentiating  between  bacterial  varieties. 

Agglutination  may  be  observed  microscopically  or  macroscopically. 
Hacteria  brought  into  contact  with  agglutinating  serum  in  the 
hanging  drop  rapidly  lose  their  motility,  if  motile,  as  in  the  case  of 
typhoid  bacilli,  and  gather  together  in  small  clumps  or  masses.  The 
microscopic  picture  is  striking  and  easily  recognized  and  the  reaction 
takes  f)lace  with  var\-ing  speed  and  completeness,  according  to  the 
stnMigth  of  t\u)  agglutinating  senim. 

As  the  reaction  approaches  completeness,  the  clumps  grow  larger, 
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individual  microorganiiuns  become  more  and  more  scarce,  finally 
leaving  the  medium  between  clumps  entirely  clear.  While  the  clumping 
of  a  motile  organism  suggests  that  motility  has  something  to  do  with  the 
coming  together  in  clumps,  it  nevertheless  has  no  relation  whatever 
to  agglutination,  motile  and  non^notile  organisma  alike  being  3ubji>ct 
to  the  reaction. 

Macroscopically  observed,  in  small  test  tubes  or  capillary  tubes,  ag- 
glutination evidences  itself  by  the  formation  of  flake-like  massoH  whic'h 


Fio.  60. — Machoscopic  Agglutination.    Dilutions  from  1  in  10  to 
The  fimt   tu1«  contoine  a   1  :  20   control  with  the   bacteria   and   uormul   t 
Agglntiimtion  complete  in  titc  tubes  ntnrkcd  10,  20,  50,  100. 

settle  into  irregular  heaps  at  the  bottom,  leaving  the  supemntimt 
flui<l  clear,  in  distinct  contrast  to  the  even  flat  sediment  and  the  cliiiidcd 
BUpcmatant  fluid  of  the  control.  Macrosmpically,  too,  jigtilutinjition 
is  evidenced  when  bacteria  are  gi-own  in  broth  to  wliicli  inmuine  scTiiin 
has  Ix^-n  added.  Instead  of  evenly  clouding  the  broth,  the  micro- 
organiuniH  dcvr'lop  in  clinnp.s  or  chains. 

AnothtT  phenomenon  probably  produced  by  agglutinins  is  the  f*o- 
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called  "thread-reaction"  of  Pfaundler.*  This  consists  in  the  forma- 
tion of  long  convoluted  threads  of  bacterial  growth  in  the  hanging  drop 
of  dilute  immune  serum  after  twenty-four  hours.  Very  strict  speci- 
ficity is  attributed  to  this  reaction  by  Pfaundler. 

Agglutinins  act  upon  dead  as  well  as  upon  living  bacteria.  For  the 
microscopic  tests  bacterial  emulsions  killed  by  formalin  were  intro- 
duced by  Neisscr. 

Ficker '  has  recently  succeeded  in  preparing  an  emulsion  of  t^-phoid 
bacilli,  which  is  permanent  and  may  be  kept  indefinitely,  and  may 
be  employed  for  macroscopic  agglutinations.' 

Attention  has  been  called  by  various  workers  to  a  source  of  error  in 
all  these  methods,  known  as  pseudo-clumping.*  The  causes  for  such 
clumping  not  due  to  agglutinins  seem  to  lie  in  the  presence  of  blood  cells 
in  the  serum  or  excessive  alkalinity  of  the  culture  medium.* 

While  the  microscopi(^  methods  are  more  suitable  for  (jlinical-<liag- 
nostic  purposes,  because  of  the  smaller  amounts  of  blood  required,  the 
macroscopic  tests  are  far  preferable  for  the  purposes  of  bacterial  differen- 
tiation and  research.  Greater  exactitude  of  dilution  is  possible  when 
dealing  with  larger  quantities;  microscopic  unevenness  in  the  bacterial 
emulsion  does  not  become  a  source  of  error;  and  positive  and  negative 
reactions  are  more  sharply  defined. 

Nature  of  Agglutiniiui. — Gruber  and  Durham,"  the  discoverers  of  ag- 
glutinins, at  first  advanced  the  opinion  that  the  agglutinins  were  identical 
with  the  immune  body  concerned  in  the  PfeifTer  reaction,  which  by  in- 
juring the  bacteria  rendennl  th(»m  susceptible  to  the  alexins.  PfeifTer^ 
and  Kolle  **  soon  showed,  however,  that  by  the  addition  of  (cholera  vibrio 
to  immune  serum,  the  agglutinins  could  be  completely  absorbed,  or  used 
up,  while  bacteriolytic  substances  still  remained.  The  same  authors 
demonstrated  that  imnmne  serum,  preserved  for  several  months,  would 
los(»  its  agglutinins  without  a  corresponding  loss  of  bacteriolytic  power. 
It  has  b(?en  variously  shown  since  then,  by  these  and  other  authors, 
that  the  agglutinins  and  the  bactericidal  substances  are  in  no  way  parallel 

» P/auTuller,  (Vnt.  f.  Biikt.,  xxiii,  189S. 
^Ficker,  Berl.  klin.  Woch.,  1903. 

'The  exact  method  of  production  of  "Kicker's  Diagnosticum"  is  a  proprietary 
secret. 

*  Sai'oye,  Jour,  of  Path,  and  Bact.,  1901. 

*  l^igyf*  and  Parky  Amer.  Jour,  of  Med.  Sci.,  1897;  Block,  Brit.  Met!.  Jour,  1897. 

•  Loc.  cit. 

7  P/eifcr,  Deut.  med.  Woch..  1890. 

•  Pfeiffer  und  Kollc,  (Vnt.  f.  liakt.,  xx.  1890. 
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in  their  development,  and  that  strongly  agglutinating  sera  may  be  ex- 
tremely weak  in  bactericidal  substances  and  vice  versa,  the  relative  quan- 
tity of  either  of  these  substances  depending  to  a  certain  extent  upon 
the  method  of  immunization.  Whether  or  not  agglutinins  possess 
any  direct  protecjtive  function  can  not  at  present  be  stated  with  certainty. 
Metchnikoff  '  assigns  to  them  a  purely  secondary  nMe.  As  a  matter  of 
fact,  agghitinaUul  bacteria*  are  not  killed  by  the  act  of  agglutination 
and  ai^e  often  as  virulent  as  non-agglutinat(»d  cultures. 

The  agglutinins,  furthemion*,  unlike  the  bacU^ricidal  substances  in 
sera,  remain  active  after  exposure  to  temperatures  of  over  5')°  C-.,  some 
of  them  withstanding  even  65°  to  70°,  and  can  not  be  reactivated  by  the 
subsequent  addition  of  nonnal  serum.  These  facts  definitely  preclude 
the  participation  in  the  reaction  of  the  alexin  or  complement  and  have 
an  important  bearing  upon  Ehrlich's  views  of  their  structure '  (st»e 
page  238) . 

As  a  result  of  these  and  a  multitude  of  oth(T  studies,  the  agglu- 
tinins have  come  to  be  regard(»d  as  separate*  antibodies,  clos(;ly  related 
to  the  pnKjipitins. 

The  agglutinins  may  be  chemically  precipitated  out  of  serum  together 
with  the  globulins.  They  do  not  dialyze.  Bordet  *  made  the  obsei-va- 
tion  that  agglutinins  do  not  act  in  the  absence*  of  NaCU.  Wh(»ther  the 
presence  of  the  salt  aids  the  reacticm  in  a  chemical  or  purely  physical 
way,  as  Bordet  supposed,  is  unc(»rtain. 

Production  of  Agglutinins. — .lust  as  nonnal  sera  contain  small  quan- 
tities of  bactericidal  substances,  so  do  they  contain  agghitinins  in  small 
amount.  In  a  general  way  these  "nonnal  agghitinins"  have*  the  same 
nature  as  the  nnmune  agglutinins,  and  it  is  probable*  that  th(*ir  prese'uce 
iH  traceable  to  the  various  microorganisms  parasitica  upon  the*  hunuui  and 
animal  boely. 

As  a  matter  of  fact,  the  blood  se*rum  of  ne*w-l)orn  guinea-pigs  hardly 
ever  contains  agglutinin  for  li.  coli,  while  tliat  of  adults  acts  upon  the*se 
bacilli  in  dilutions  of  1  :  20.'^  Similarly,  infants  show  le)wer  normal  ag- 
glutinating values  than  adults." 


•  Metchnikoff,  "  L'immunit^*."  et<;..  1901.  p.  214. 
»  MesniU  Ann.  dc  I'inst.  PaaUnir,  1S98. 

3  Paw/»,Cent.  f.  Bakt.,  1897;    Trumpp,  Arch.  f.  Ily^'..  1S9S:    Forsi^r,  Zfit.  f.  Myg., 
xxiv. 

«  Bffrth't,  Ann.  do  Tinst.  PasU'ur.  1S99. 

"  Kraus  uml  Low,  Clesoll.  d.  .At'nsU*.  Wion.  lS9il. 

«  F/aumibr,  Juhrb.  f.  Kiudcrhcilk..  Hd.  iii). 
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Agglutinins  may  be  produced  in  the  sera  of  animals  by  the  intro- 
duction of  microorganisms  subcutaneously,  intravenously,  or  intrapcri- 
toneally.  The  intravenous  method  seems  to  give  the  most  abundant  and 
speedy  results.^  The  formation  of  agglutinins  is  a  reaction  to  the  body- 
substances  of  the  bacteria  themselves,  rather  than  to  their  toxic  prod- 
ucts. Thus  agglutinins  are  produced  in  response  to  the  introduction 
of  dead  bacteria  and  soluble  extracts  of  cultures.  Pathogenicity '  does 
not  influence  agglutinin  formation  to  any  great  extent,  non-pathogenic 
as  well  as  pathogenic  giving  rise  to  these  substances  in  serum.  As  a 
rule,  however,  agglutinins  are  more  easily  produced  against  avirulent 
than  against  fully  virulent  strains  of  bacteria  of  the  same  species. 

While  agglutinins  can  be  produced  with  almost  all  the  known  bac- 
teria, there  are  great  differences  between  various  species  in  the  quantity 
and  speed  of  production,  and  NicoUe  and  Thenel  ^  have  classified  bac- 
teria in  three  groups  according  to  their  power  of  stimulating  the  pro- 
duction of  agglutinins  in  immunized  animals.  As  a  rule,  the  agglutinins 
appear  in  the  blood  of  animals  three  to  six  days  after  the  introduction  of 
bacteria.  From  the  third  to  the  sixth  day  they  rapidly  increase  to  a 
maximum  at  the  seventh  to  thirteenth  day.  They  then  fall  off  rapidly 
until  they  reach  a  level  at  which  they  remain  for  a  long  period  without 
very  considerable  change.  Curves  to  illustrate  these  phases  have  been 
constructed  by  Jorgensen  and  Madsen.* 

The  Reaction  between  Agglutinin  and  Agglutinin-Stimulating  Sub- 
stances {Aijijlutinmjen) . — ^The  fact  that  agglutinin  can  be  removed  from, 
or  absorbed  out  of,  serum  by  the  specific  bacilli  which  have  led  to  its 
fonnation  indicates  that  there  is  in  the  act  of  agglutination  a  com- 
bination between  the  agglutinin  and  the  agglutinin-stimulating  sub- 
stance (agglutinogen) .  It  is  likely  that  this  combination  is  of  a  chemical 
natur(^  since,  as  we  have  mentioned,  agglutinins  result  from  the  in- 
jection of  bacterial  extracts  as  well  as  from  the  introduction  of  living 
bacteria.  The  probability  that  the  process  follows  chemical  laws  of 
combination  is  furthermore  strengthened  by  the  work  of  Joos  *  and 
others,  who  have  demonstrated  that  definite  quantitative  relations  ex- 
ist bi^tween  the  agglutinin-stimulating  substances  and  the  agglutinins. 
Ever}'-  agglutination  reaction,  therefore,  will  varj'  in  its  degree  of  com- 


»  Hoffmann,  Hyg.  Rundschau,  1903. 

2  SicoUc,  Ann.  de  i'inst.  Pasteur.  1898. 

3  SicMlc  et  Thenel.  Ann.  de  I'inst.  Pasteur,  1902. 

*  Jorgensen  and  Mcuhen,  Festschrift,  Kopcnhagen,  1902i 
» Joos,  Zeits.  f.  Hyg. .  xxxvi,  1901. 
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plcte^iess  with  the  quantities  of  agglutinin  and  agglutinogen,  a  fact 
which  makes  it  necessary,  especially  for  clinical  tests,  to  preserve  a 
certain  uniformity  in  the  quantity  and  density  of  the  bact<^rial  culture 
or  emulsion  employed. 

Specificity. — From  the  very  beginning,  (iruber  and  Durham  '  had 
claimed  specificity  for  the  agglutination  reaction,  and  in  this  sense  it  was 
clinically  utilized  by  Widal  for  the  diagnosis  of  typhoid  fever.  It  was 
noticed,  however,  even  by  these  earliest  workers,  that  the  serum  of  an 
animal  immunized  against  one  microorganism  would  oft(*n  agglutinate, 
to  a  less  potent  degree,  other  clos(.4y  related  species.  Thus,  the  serum 
of  a  typhoid-immune  animal  may  agglutinate  the  typhoid  bacillus  in 
dilutions  of  1  : 1,000,  and  the  colon  bacillus  in  dilutions  as  high  as  1  :  2(X); 
while  the  agglutinating  power  of  normal  serum  for  the  (^olon  bacillus 
rarely  exceeds  1  :  20.  The  specificity  of  the  reaction  for  pra(^tical  pur- 
poses, thus,  hi  not  destroyed  if  proper  dilution  is  carried  out,  the  degnx^^ 
of  agglutinin  formation  being  always  far  higher  for  the  specific  organism 
used  in  immunization  than  it  is  for  allied  organisms.  Th(^  specific 
immune-agglutinin  in  such  experiments  is  spoken  of  as  th(i  chief  ag- 
glutinin (hauptagglutinin) ,  and  the  agglutinins  fomicMl  parallel  with  it, 
as  the  partial  agglutinin  (metagglutinin) ,  terms  intro(hic(Kl  by  Wasser- 
mann.  Hiss  has  spoken  of  these  as  major  and  minor  agglutinins.  The 
relative  quantities  of  the  specific  chief  agglutinin  and  partial  agglutniins 
present  in  any  immune  serum  dc^pend  upon  the  individual  cultures  used 
for  immunization,  and  the  phenomenon  is  probably  dependcMit  upon 
the  fact  that  certain  elements  in  the  complicatcnl  bacterial  cell-body 
may  be  common  to  several  species  and  find  common  receptoi-s  in  the 
animal  body.  Whenever  an  immune  serum  agglutinates  a  number  of 
members  of  the  group  related  to  the  si)e(nfic  organism  used  for  its  produc- 
tion, the  reaction  is  spoken  of  "group  agglutination.'* 

The  partial  agglutinins  (metagglutinins)  have  been  (\\tensively 
studied  by  Castellani '  and  others,  by  a  method  spoken  of  as  the  "  ab- 
sorption method."  This  consists  in  the  separate  addition  of  bacterial 
emulsions  (agglutinogens)  of  the  various  species  conc(U'ned  in  a  group 
agglutination,  to  the  agglutinating  serum.  In  this  way,  s|)ecific  and  par- 
tial agglutinins  can  be  s(4>arately  removed  from  the  inu!njn(^  serum  by 
absorption — each  by  its  corresponding  agglutinog(Mi.  In  such  (experi- 
ments all  agglutinins  will  be  removed  by  the  organisms  used  for  im- 


»  Gruber  und  Durham,  loc.  cit. 

»  Castillani,  Zeits.  f.  Ilyg.,  xl,  1902. 
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muiiization,  a  partial  removal  only  resulting  from  the  addition  of  allied 
strains.  This  method  has  thrown  much  light  upon  the  intimate  relations 
existing  between  members  of  various  bacterial  species,  and  has  been 
particularly  valuable  in  the  study  of  the  typhoid-colon-dysentery 
group.  It  is  important  to  mention,  however,  that  "groups"  as  de- 
ti^nnined  by  agglutination  tests,  do  not  always  correspond  to  classi- 
fications depending  upon  morphological  and  cultural  characteris- 
tics. 

An  interesting  j>henomenon  of  great  practical  importance,  which 
has  })een  noticcul  by  a  number  of  observers,  and  which  may  often  be 
encountered  in  routine  agglutination  tests,  is  the  frequent  failure  of  a 
strongly  agglutinating  serum  to  produce  agglutination  if  used  in  concen- 
tration, while  in  dilutions  it  produces  a  characteristic  reaction.  This  has 
been  exphiined  theoretically  by  what  is  known  as  the  "  proagglutinoid 
zone.*'  It  is  assumed  that  agglutinins  may  deteriorate  as  do  toxins  and 
be  converted  into  substances  which  are  capable  of  combining  with  agglu- 
tinogen without  causing  agglutination.  Such  substances,  as  wc  will 
iHHi  in  discussing  Ehrlich\s  views  on  the  structure  of  agglutinins,  may 
have  a  stronger  affinity  for  agglutinogen  than  the  agglutinins  them- 
selves, and  are,  th(»refor(»,  termed  "proagglutinoids.''  In  strongly 
iigglutinating  sera  these  proagglutinoids  may  be  present  in  considerable 
quantities  and  prevent  the  combination  of  agglutinin  with  agglutinogen. 
In  dilution,  this  proagglutinoid  action  would  naturally  become  weaker 
and  of  no  actual  significance  in  obscuring  the  reacticm. 

Agglutiiuition,  like  other  immune  phenomena,  is  a  manifestation  of 
broad  biological  laws  and  not  limited  to  bacteria.  Thus,  as  hemolysins 
are  produced  by  the*  injection  of  red  blood  cells,  so  hemagglutinins, 
or  substanc(»s  which  clump  togc^ther  red  blood  cells,  are  formed  by  the 
same  process. 

PRE0IPITIN8 

(CocKjidins) 

In  the  y(»ar  1S07,  R.  Kraus,*  of  Vi(»nna,  demonstrated  that  the  sera 
of  animals  immuniz(Ml  against  B.  p(\stis,  I^.  typhosus,  and  Vibrio 
cliolerie,  whc^n  mixed  with  the  clear  filtrate  of  bouillon  cultures  of  the 
respective  organisms,  gave  rise  to  macroscopically  visible  precipitates. 
The  precii)itates  occurred  only  when  filtrate  and  immune  serum  were 
homologous,  that  is  to  say,  the  animal  from  which  the  serum  was  ob- 


Kraus,  Wien.  klin.  Woch.,  1897. 


236  INFECTION  AND  IMMUNITY 

tainod  was  immunized  by  the  same  species  of  microorganism  as  that 
used  in  the  test;  and  for  this  reason  Kraus  spoke  of  them  as  ''specific 
precipitates/'  It  was  evident,  therefore,  that  during  the  process  of  active 
immunization  with  these  organisms,  a  specific  antibody  had  been  pro- 
duced in  the  serum  of  the  treated  animal,  which,  because  of  its  precipitat- 
ing quality,  was  named  *' precipitin."  This  peculiar  reaction  was  soon 
found  to  hold  good,  not  only  for  the  bacteria  used  by  Kraus,  but  also  for 
other  bacteria,  few  failing  to  stimulate  the  production  of  specific  precipi- 
tins in  the  sera  of  immunized  animals.  The  phenomenon  of  precipitation, 
however,  is  not  limited  to  bacterial  immunization,  but  has  been  found, 
like  the  phenomena  of  agglutination  and  lysis,  to  depend  upon  biolog- 
ical laws  of  broad  application.  Thus,  Bordet  *  found  that  the  ]>Iood 
serum  of  rabbits  treated  with  the  serum  of  the  chicken  gave  a  specific 
precipitate  when  mixed  with  chicken  serum.  Tchistovitch '"  demon- 
strated a  similar  reaction  with  the  sera  of  rabbits  treated  with  horse  and 
eel  sera.  By  the  injection  of  milk,  Wassermann,'  Schutze,*  and  others 
produced  an  antibody  which  precipitated  the  casein  of  the  particular 
variety  of  milk  employed  for  immunization.  The  reaction  was  thus 
found  applicable  to  many  substances  of  albuminous  nature.  Th(»se 
substances,  because  of  their  precipitin-stimulating  quality,  are  spok(»n 
of  as  "precipitinogens." 

Nature  of  Predpitiiui. — ^The  precipitins,  like  the  agglutinins,  may  be 
inactivat<*d  by  heating  to  from  60°  to  70°  C,  and  can  not  be  reactivatecl 
by  the  addition  of  normal  serum  or  by  any  other  known  method. 
Such  inactivated  precipitin,  however,  while  unable  to  product^  prcn^ipi- 
tatc^s,  has  not  lost  its  power  of  binding  the  precipitinogen.  This  is 
shown  by  the  fact  that  the  inactivated  precipitin,  when  mixed  with  pre- 
cipitinogen, w^ill  prevent  subsecjuently  added  fresh  pn^cipitin  from  caus- 
ing a  reaction.  From  these  facts  the  conclusion  has  been  drawn  that 
precipitin,  like  toxin,  Ls  built  up  of  two  atom  groups,^  a  stable  hap- 
tophore  and  a  labile  precipitophore  group.  By  the  destruction  of  the 
latter,  an  inactive,  yet  neutralizing  substance  is  produced  which  is 
spoken  of  as  "precipitoid."  The  precipitoids,  like  protoxoids,  have 
a  higher  affinity  for  precipitinogen  than  the  unchanged  precipitin,  and 
thus  are  able  to  prevent  the  action  of  these. 

»  Bffrdet,  Ann.  de  TinHt.  Pastoiir,  1899. 

'  Tchistovitch,  Ann.  de  I'inst.  Pasteur,  181M). 

» Wassermannf  Deut.  med.  Woch.,  29,  1900. 

^Schitze,  Zeit.  f.  Hyg..  1901. 

»  Kraus  und  v.  Pirquet,  Cent.  f.  IJakt.,  Orig.  Bd.,  xxxii. 
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Specificity. — The  specificity  of  precipitins  is  a  question  of  the 
greatest  importance,  since,  as  we  shall  see,  these  bodies  have  been  used 
extensively  for  the  differentiation  of  animal  proteids.  In  regard  to 
bacterial  precipitins  it  may  be  said  that,  just  as  in  agglutination,  there 
is  in  precipitation  a  certain  degree  of  "group  reaction.'*  The  pre- 
cipitin obtained  with  a  colon  bacillus,  for  instance,  will  cause  precipita- 
tion with  culture-filtrates  of  closely  allied  organisms,  though  in  a  less 
marked  degree.  According  to  Kraus,  such  confusion  may  be  easily 
overcome  by  the  proper  use  of  dilution  and  quantitative  adjustment, 
similar  to  that  used  in  agglutination  tests.  Similar  results  were  ob- 
tained by  Norris,'  who  found  that  the  precipitates  given  by  immune 
sera  with  the  filtrates  of  the  homologous  bacteria  were  invariably 
heavier  than  those  given  with  allied  strains  and  that  the  latt<*r  could 
be  eliminated  entirely  by  sufficient  dilution. 

Specificity  l)ecomes  of  still  greater  importance  in  the  forensic  use 
of  the  precipitin  reaction  introduced  by  Uhlenhuth,'  Wassermann  and 
Schiitze,'  and  Stem.*  These  authors  found  that  the  precipitni  reaction 
furnished  a  means  of  distinguishing  the  blood  of  one  species  from  that 
of  another.  Thus,  blood  spots,  dissolved  out  in  normal  salt  solution, 
could  be  HH'ognized  by  this  reaction  as  originating  from  man  or  from 
an  animal,  even  after  months  of  drj'ing  and  in  dilutions  as  high  as  1  :  50,- 
000.  Since  the  value  of  this  test  depends  entirely  upon  the  strict 
specificity  of  the  reaction,  this  question  has  been  studied  with  especial 
care,  notably  by  Nuttall.^  All  who  have  investigated  the  subj(»ct  find 
the  only  important  source  of  confusion  in  the  blood  of  the  anthropoid 
apes.  Th(»  specificity  of  the  reaction,  too,  has  been  found  to  depend  v(»r>' 
cl()S(*ly  U])on  the  amount  of  precipitin  in  the  serum  employed.  If  a 
highly  immune  serum  is  insufficiently  diluted,  the  reaction  los(\s  much 
of  its  specific  value."  This  source  of  error,  however,  is  (»jisily  elimi- 
nat(»d  in  practical  application  by  careful  control  and  titration  of  th(» 
s<^ra  used  for  the  t(*sts. 

Unlike  agglutinins,  pn^cipitins  have,  so  far,  not  be(»n  demonstratcMl 
in  normal  sera.^ 


»  AV/m'5.  Jour.  Inf.  Dis.,  i,  3,  1904. 

»  Uhlenhuth,  Deut.  med.  Woch..  xlvi,  1900;   vi  and  xvi'i,  1901. 

'  Wassermann  und  Schiitze,  Bcrl.  klin.  Woch.,  vi,  1901. 

*  Stern,  Deut.  med.  Woch.,  1901. 

^XuUnll,  Brit.  Med.  Jour.,  i.  1901;   ii,  1902. 

« Kister  und  Wolff,  Zeit.  f.  Me<lizinal-Beanite,  1902. 

■  Kraiis,  ioc.  cit.,  and  Norris,  loc.  cit. 
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Theoretical  Oonsideratioiis  Oonceming  Agglutinins  and  Precipitins. — 
Wc  have  seen  that  Ehrlioh  evolved  his  the()ri(\s  of  anti])ocly  forma- 
tion from  his  early  views  upon  the  absorjjtion  of  nutritive  substances  by 
the  body  cells,  and  we  have  followed,  in  more  or  l(»ss  d(^tail,  the  st(»ps  of 
his  reasoning  as  he  developed  his  hypothesis  in  its  application  to  the 
antitoxic  and  the  lytic  su])stanc(js.  There  still  remained  the*  agglutinins 
and  precipitins,  bodi(>s  which  because  of  tluM'r  individual  characteris- 
tics can  be  classed  neither  with  the  group  of  antitoxic,  nor  with  that  of 
the  lytic  substances.  These  two  antibodies,  wliih^  by  no  m(\ins  identical, 
possess  the  common  characteristics  of  b(Mng  mon^  thennostabU?  than  the 
bacteriolytic  substances,  and  of  being  insusceptible^  to  n^activation  by 
normal  s(»nim.  It  is  plain,  therefon*,  that  both  agglutinating  and 
precipitating  reactions  take  place  without  tlie  co-operation  of  comphv 
ment.    The  substances  which  give  rise  to  precipitins  and  agglutinins, 


A4^1utlT\iT\ 
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Fia.    61. — Ehrlich'r    Conckption    of    thk    STinmMTUE  of  Af;«;M  tinins    and 

Precipitins. 

moreover,  are  not  of  the  relatively  simple  soluble  cJiarnctcr  of  \hv  toxins, 
but  are  intrinsic  portions  of  complex  al])uminous  molecules,  c()inj):irabl(j 
to  and  often  identical  with  the  true  nutritiv(>  substances.  For  these 
reasons  Khrlich  believes  that  \ho  cell-receptors  for  thc^  viiiioiis  substances 
which  give  rise  to  agglutinins  and  precipitins  are  n(M(h(»r  of  the  si!nj)li» 
structure  of  the  toxin  receptor,  nor  of  th(;  doub](»-liapt()i)h()r(»  nature  of 
the  bacteriolytic  rec(»ptoi*s,  but  contain  a  single  liai)loi)h()i(»  gioup  for 
the  anchorage  of  the  ingested  material  and  at  the  same  tinn^  a  constantly 
attached  zvTiiophon^  group  or  ferment  by  means  of  which  the  an- 
chorc»d  substance  is  tran.sfomied  preparatory  to  its  a])s()rption  by  tiw. 
cell  protoplasm.  For  the  sak(*  of  clearness,  this  form  of  receptor  may 
be  compar(»d  to  a  bact(»riolytic  or  hemolytic  amboceptor  witii  a  per- 
manently attached  and  inseparable  complement. 

Three  fonns  of  nu'eptors,  th(»n,  an»  proposed  l)y  ]']lirlic]i  in  explana- 
tion of  all  known  varieties  of  antibodies.    Tin*  first,  the  simplest  side 
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chains  of  the  body  cells,  he  calls  "  receptors  or  haptines  of  the  first  order." 
These,  overproduced  and  cast  off,  constitute  the  antitoxin  and  antifer- 
ments.  Next  "  haptines  of  the  second  order  "  are  the  receptors  planned 
both  for  the  anchorage  and  further  digestion  of  antigens.  These,  free 
in  the  circulation,  are  the  precipitins  and  agglutinins.  *'  Haptines  or 
receptors  of  the  third  order"  are  merely  able  to  anchor  a  suitable  sub- 
stance, but  exert  no  further  action  upon  it  until  re-enforced  by  the  com- 
plement normally  present  in  the  serum.  These*,  free  in  the  circulation, 
with  a  chemical  group  having  avidity  for  the  antigen,  and  another 
complementophile  group,  are  the  amboceptors  or  inmmnci  bodies  of 
bacteriolytic,  cytolytic,  and  hemolytic  sera.      (See  Fig.  02.) 

It  is  plain  that  all  these  receptors  while  still  parts  of  their  respec- 
tive cells,  serve  by  their  chemical  affinity  to  attract  and  hold  the  foreign 
substances  injected;  freely  circulating,  on  the  oihor  hand,  they  serve 
in  preventing  these  substances  from  reaching  the*  colls.  As  Behring 
has  aptly  expressed  it,  the  very  el(»ments  which  situated  in  the  animal 
cells  render  the  body  susceptible  to  toxic  substances  s(»rve  to  protect 
when  circulating  freely  in  the  blood. 

Bordet,'  at  present  the  strongest  antagonist  of  Ehrlich's  point  of 
view,  claims  that  the  conception  of  Ehrlich  rests  upon  the  basis  of  a 
number  of  undemonstrated  h^'potheses.  He*  asserts,  and  with  justice, 
that  it  has  never  been  shown  beyond  question  that  the*  antibodi(»s, 
free  in  the  serum,  are  identical  with  the  receptors  of  the  Ijody  cells 
upon  which  the  antigen  originally  acts. 

In  regard  to  agglutinins,  Ehrlich,  as  we  have  seen,  ])(*liev(\s  that  it  is 
the  agglutinin  it^^elf  which,  first  uniting  with  its  antigen  ])y  its  hap- 
tophore  group,  then  caus(\s  clumping  by  its  zymophore*  group.  Now, 
as  a  matter  of  fact,  Bordet'  has  shown  that  it  is  not  the  agglutinin  itself 
which  agglutinates,  but  that  agglutinin  with  its  antigen  foiins  a  com- 
plex which  is  then  agglutinable  by  the  salt  present  in  the  solution.  This 
conclusion  seems  l)ome  out  by  the  later  work  of  (Jengou,^  I.andstfuner 
and  Jagic,*  and  oth(»rs,  who  have  shown  that  bactcM-ia  which  have  ab- 
sorbed other  substances,  such  as  uranium  compounds,  colloidal  silicic 
acid,  etc.,  are  subsequently  agglutinable  by  salts.  In  conse(iuence, 
from  these  and  other  observations,  Bordi^t  conclud(\s  that  it  is  neither 
necessary  nor  accurate  for  the  explanation  of  th(\se  j^hc^nomona.  to 


»  Bardety  R^um^  of  Immunity  in  Bordet's"  Studies  in  Immunity/'  transl.  by  (lay, 
Wiley  &  Sons,  1909. 

2  Bordel,  Ann.  de  Tinst.  Pasteur,  1899.  ^Gengou,  Annul.  Past.,  1904. 

*  Landsteiner  und  Jagic,  Wien.  klin.  Woch.,  iii,  1904. 
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aussume  the  conditions  conceived  by  Ehrlich,  but  that  the  phenomenon 
of  agglutination  consists  primarily  of  the  union  of  the  antibody  with  its 
antigen  in  a  colloidal  solution,  and  that  the  actual  subsequent  agglu- 
tination is  a  purely  s(»condar>'  phenomenon  which  depends  possibly 
upon  a  change  in  the  physical  properties  of  the  emulsion-:-upon,  as 
he  expresses  it,  its  colloidal  stability.  A  similar  condition  he  assumes 
for  precipitins. 

FURTHER   FAOTS   AND   THEORIES   GONOERNINO   ANTIBODIES 

Multiplicity  of  Amboceptors. — Fresh  normal  serum,  as  Nuttall  ^  was 
fii-st  to  show,  possesses  mod(»rat€  bactericidal  powers  which  arc  lost 
when  the  sennn  is  subjectcnl  to  heat.  Since. such  inactivated  normal 
s<^nmi  can  be  reactivat<ul  by  the  addition  of  fresh  peritoneal  exudates, 
as  the  experiments  of  Moxter '  have  demonstrated,  it  is  plain  that  the 
bactericidal  power  of  nonnal  sc»rum  must  depend,  like  that  of  immune 
serum,  upon  amboceptor  and  complement.  But  normal  serum  often 
ex(»rts  lytic  powers  upon  several  species  of  bacteria,  or,  in  the  cas(^  of 
hemolytic  tests,  upon  the  red  blood  cells  of  several  species  of  animals. 
It  is  supposed  that  this  multiplicity  of  action  is  due  to  the  presence 
in  the  normal  serum  of  a  vari(»ty  of  different  amboceptors  or  immune 
iKxlies.  The  method  for  proving  this  was  devised  by  Ehrlich  and 
Morgenroth.'  They  worked  with  normal  goat*s  serum,  which  has  the 
|X)wer  of  hemolyzing  the  red  blood  cells  of  guinea-pigs  as  well  as 
those  of  rabbits.  Cioat  serum,  inactivated  by  heat,  was  mixed  with 
ralil)its'  corpuscles.  After  the  mixture  had  been  allowed  to  stand  for  a 
short  time,  the  cori3Uscl(\s  were  removed  by  centrifugalization.  The 
senim  was  th(»n  reactivated  and  found  still  to  possess  its  hemolytic 
power  for  guinea-pigs'  blood,  but  to  have  lost  this  power  for  rabbits' 
blood.  By  a  similar  technique,  PfeifTer  and  Friedberger  *  wen;  able  to 
d(^monstrate  the  nmltiplicity  of  ba'^tericidal  immune  bodies  in  normal 
era. 

The  immunity  ac(|uired  by  an  animal  as  the  result  of  trc»atm(»nt  with 
any  of  the  various  antigens  is  specific.  An  animal  immunized  against 
th(»  choU^ra  vibrio,  for  instance,  possesses  marketl  bactericidal  powers 
for  the  cholera  vibrio  onlv. 


»  Nuitall,  loc.  cit.  2  Moiter,  tVjnt.  f.  Bakt.,  xxvi,  1896. 

*  Ehrlich  und  Mnryenroth,  Berl.  klin.  Wocli.,  1901. 

*  P/ciffer  uiul  Friedberger,  Deut.  med.  Woch.,  1901. 
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According  to  Ehrlich's  views,  the  amboceptor  or  immune  body  alone 
enters  into  direct  relation  with  the  substance  used  for  immunization, 
and  it  would  seem  natural  therefore  that  the  specificity  of  inununc  sera 
depends  entirely  upon  the  increase  of  amboceptor  or  immune  body. 

Von  Dungem,^  indeed,  was  able  to  show  that  the  specific  amboceptor 
was  increased  as  immunity  was  acquired,  without  there  being  a  cor- 
responding enhancement  of  the  complement.  The  chief  difference  be- 
tween a  normal  and  an  immune  serum  in  this  respect,  therefore,  con- 
sists in  an  enormous  increase,  in  the  latter,  of  the  specific  amboceptor. 

Multiplicity  of  the  Oomplement. — A  number  of  very  complicated  ex- 
periments have  been  carried  out  by  Ehrlich,  Morgenroth,'  Sachs,'  and 
others,  which  seem  to  show  that  the  same  serum  may  contain  a  variety 
of  complements.  Similar  conclusions  have  been  drawn  by  Wechsberg  * 
and  by  Wassermann,*  who  demonstrated  separate  complements  for  bac- 
tericidal and  hemolytic  amboceptors  in  the  same  serum.  Bordet  •  and 
his  school,  on  the  other  hand,  deny  the  multiplicity  of  the  complement, 
and,  basing  their  views  upon  numerous  experimental  data,  contend  that 
any  given  serum  contains  but  one  alexin  or  complement.  Buchner  and 
Gruber  share  the  vie\sts  of  Bordet,  and,  in  the  light  of  recent  work, 
especially  with  complement  fixation  (see  below),  it  seems  more  likely 
that  one  and  only  one  alexin  exists  in  any  given  serum. 

Anticomplements  and  Antiamboceptors. — Hemolytic  sera,  having 
the  power  of  destroying  red  blood  cells,  must  necessarily  prove  in  the 
presence  of  sufficient  complement  to  be  powerful  poisons  when  intro- 
duced into  animals  whose  corpuscles  they  are  able  to  injure.  By  care- 
ful and  gradual  dosage  with  such  hemolytic  sera,  Ehrlich  and  Morgcn- 
roth,^  as  well  as  Bordet,*  have  been  able  to  produce  immunity  against 
the  hemolytic  action.  Thus  antihcmolytic  sera  have  been  produced, 
the  action  of  which  may  depend  either  upon  the  presence  of  anticomple- 
ment  or  of  antiamboceptor.  The  presence  of  anticomplement  in  such 
sera,  it  is  believed,  has  been  demonstrat<*d  by  mixing  inactivated 
hemolytic  serum  with  its  respective  red  blood  cells,  then  adding  the 


»  V.  Dungem,  MUnch.  mecl.  Woch.,  xx,  1900. 

>  Ehrlich  und  Morgenroth,  Berl.  klin.  Woch.,  1900. 

»  Ehrlich  und  Sachs,  Berl.  klin.  Woch.,  1902. 

•  Wechsberg,  Zcit.  f.  Hyg..  1902. 
^Wassermann,  Zcit.  f.  Hyg.,  1901. 

•  Bordet,  Ann.  de  I'inst.  Pasteur,  1900  and  1901. 

»  Ehrlich  und  Morgenroth,  Berl.  klin.  Woch.,  xxxi,  1900. 

•  Bordet,  Ann.  de  Tinst.  Pasteur.  1. 14, 1900. 
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antiserum  and  later  complement.  After  centrifugalization  and  sepa- 
ration of  the  corpuscles,  these  may  be  dissolved  by  the  addition  of 
fresh  complement.  This  proves  conclusively  that  there  was  no  obstacle 
in  the  original  mixture  to  the  absorption  of  the  immune  body  by  the 
red  blood  cells,  and  that  the  antihemolytic  properties  of  the  serum 
must  be  attributed  to  an  anticomplement.  This  was  the  method  of 
experimentation  employed  by  Ehrlich  and  Morgenroth.^  Antiambocep- 
tors  have  been  produced  by  the  same  authors  as  well  as  by  Bordet '  and 
Miiller,'  against  hemolytic  amboceptors. 

Cbmplementoids. — Ehrlich  and  Morgenroth  and  Miiller  have  suc- 
cpedod  in  producing  anticomplements  by  the  treatment  of  animals  with 
normal  heated  serum.  They  explain  this  by  assuming  that  the  heating 
has  not  entirely  destroyed  the  complement  in  the  normal  serum,  but  that 
this,  analogous  to  toxin, possesses  two  groups,  a  haptophore  and  a  zymo- 
phore group.  Heating  destroys  the  zymophore  without  affecting  the 
haptophore  group.  The  resulting  body,  which  corresponds  to  toxoid, 
they  call  "complementoid.'* 

Further  evidence  for  the  existence  of  such  complementoids  has  been 
claimed  by  Ehrlich  and  Sachs  *  in  working  with  dog  serum.  Unheated 
dog  serum  hemolyzes  guinea-pig  corpuscles.  Heated  to  52°  C.  for 
thirty  minutes,  however,  it  no  longer  hemolyzes  these  corpuscles  ow- 
ing to  complement  destruction.  Such  heated  dog  serum  can  be  reacti- 
vated by  fresh  guinea-pig  semm  (fresh  complement).  If,  however,  the 
corpuscles  are  left  in  contact  w^th  the  heated  dog  blood  for  two  hours, 
reactivation  by  the  gm'nea-pig  serum  no  longer  occurs — that  is,  the  ad- 
dition of  guinea-pig  senim  no  longer  causes  hemolysis.  They  conclude 
from  this  that  the  hemolytic  amboceptor  of  the  dog  serum  has  been 
attached  by  its  complementophile  group  to  complementoids  produced 
in  the  heating — leaving  no  point  of  attachment  for  the  complement  added 
lat(T.  These  experiments  have  failed  of  confirmation  by  Gay* — ^who 
with  I^ordet  d(*nies  the  existence  of  complementoids. 

Muir,  on  the  other  hand,  claims  to  have  demonstrated  the  existence 
of  complementoids  by  experiments  too  complicated  to  be  detailed  in 
this  place.  The  question  of  complementoids  must  be  left  undecided  until 
further  work  has  been  done. 


'  Ehrlich  uiui  Morgenroth,  loc.  cit. 

»  Bordet,  loc.  cit. 

»  P.  Th.  M filler.  Cent.  f.  Bakt.,  1901. 

*  Ehrlich  and  Sachs,  *  Khrlich  ColIect^Hi  Stu<iiM  on  Immunity/' trans,  by  Boldnau. 

^Gay,  Cent.  f.  Bakt.,  I,  xxxix,  1905. 
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Filtration  of  Immune  Body  and  Complement. — Muir  and  Browning 
have  recently  shown  that,  on  the  filtration  of  .serum,  amboceptor  or 
immune  body  will  pass  through  the  filter,  whereas  al(^\in  or  comple- 
ment is  held  back.  The  amboceptor  filters  equally  well,  whether  or 
not  mixed  with  the  complement. 

The  Fixation  of  Complement  by  Precipitates. — It  has  been  found  by 
Gengou  *  and  confiniied  by  Gay  ^  and  others,  that  when  the  senim  of  an 
animal  immunized  with  the  serum  of  another  species  or  with  a  foreign 
albumin  is  mixed  with  a  solution  of  the  substance  used  in  the  immu- 
nization, the  precipitate  fonned  will  remove^  complement  from  the  mix- 
ture. In  other  words,  precipitates  formed  by  th(»  reaction  of  precipitin 
with  its  antigen  will  fix  complement.  This  phenomenon  is  of  great  im- 
portance in  ('omplenK^nt-fixation  t(\sts  such  as  those  of  Wassermann  or 
Noguchi  (see  below);  for  lx>cause  of  insufficient  washing,  tlie  blood 
cells  used  in  producing  the  hemolytic  amboceptor,  may,  from  the 
presence  of  serum,  give  rise  to  a  precipitin  as  well  as  a  hemolysin. 
In  the  test  done  subsequently,  a  precipitin  reaciou  may  take  place 
and  by  thus  removing  complement  may  give*  a  fals(»  result.  The  ab- 
sorption of  complement  by  such  precipitat(\s  Uikcs  places  when  the  two 
reacting  factors,  the  precipitin  and  its  antig(Mi,  are  in  extrenu^ly  high 
dilution — in  fact,  when  a  visible  precipitate  can  not  be  ol)S(Tved. 

Quantitative  Relationship  Between  Amboceptor  and  Complement. — 
Morgenroth  and  Sachs,'  in  studying  the  quantitative  n^lationship  ex- 
isting between  hemolytic  amboceptor  and  its  comj)leni(^nt,  have  suc- 
ceeded in  showing  that  within  certain  limits  an  inverse*  relationship 
exists  between  these  two  bodies.  If  for  a  giv(Mi  (|uantity  of  red  blood  cells 
a  certain  quantity  of  amboceptor  and  complement  suilic(\s  to  produce 
complete  hemolysis,  reduction  of  either  the  complement  or  th(^  ambo- 
ceptor necessitaU^s  an  incn^ase  of  the  other  factor.  As  aniboet'ptor  is 
increased,  in  other  words,  complement  may  be  reduced  and  rice  versa. 
This  result  is  of  great  importance  in  arguing  against  \hc  oiiginal  con- 
ception of  Ehrlich  in  supposing  these  substances  to  act  togetlier  mul- 
tiple for  multiple  as  do  compounds  in  chemical  reactions. 

Deviation  of  the  Complement  (Complement-Ablenkung). — It  was  no- 
ticed by  Neisser   and    Wechslx^rg  *  that   in  mixing   togetlier  l)acteria, 


^Gengou,  Ann.  Past.,  11K)2. 
»Gay,  Cent.  f.  Bakt..  I.  xxix.  1905. 

*  Morgenroth  und  Sachs,  '' Gcsamnu'l.  Arb.  fiir  Imriuinitatsforscliun^. "   Berlin, 
Hirschwald,  1904. 

*  Neisser  und  We(M>€rg,  Miincli.  meiL  Woch.,  xviii,  1901. 
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inactivfttc<l  baetericitlal  immune  scrum  (immune  body),  and  comple- 
ment in  the  test  tube,  a  great  excess  of  immune  body  hindered  rather 
than  helped  baetericitlal  action.  .\s  the  amount  of  immune  body  in 
the  mixture  was  carried  beyond  thv.  experimental  optimum,  bac- 
tericidal action  became  less  and  less  pronounced,  and  was  finaJly 
completely  suspended.  They  explain  this  by  assuming  that  free  im- 
mune bo<ly,  uncombined  with  complement,  has  a  greater  affinity  for  the 
bacterial  receptor  than  the  immune  body  combined  with  complement. 
The  complement  is  consequently  diverted  and  prevented  from  activating 
the  amboceptor  attached  to  the  bacterial  cell.  Graphically,  the  con- 
ditions may  be  illustrated  as  follows: 


>  IT 


/  U 


's     CoNCEPTrON    I 


The  above  theory  of  NcisMcr  and  Wech.sberg  is  here  stated  simply 
because  of  the  wide  discu».sion  it  hiiH  aroused.  In  the  light  of  our  present 
knowledge  conirrning  the  relations  iM'twoen  antigen,  amboceptor,  and 
complement,  their  conception  is  obviously  erroneous. 
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Fixation  of  the  Oomplement. — Bordet  and  Gengou  ^  in  1901,  devised 
an  ingenious  method  of  experimentation  by  which  even  very  small 
quantities  of  any  given  immune  body  (amboceptor)  can  be  demon- 
strated in  serum.  The  term  "fixation  of  complement/'  by  which  their 
method  of  investigation  is  now  generally  known,  explains  itself,  as  the 
steps  of  experimentation  are  followed.  They  prepared  the  following 
mixtures: 

(a)  (b) 

Bacteriolytic  amboceptor  Normal  serum ,  heated 
{Plague  immune  serum,  heated) 

+  + 

Plague  emulsion  Plague  emulsion 

+  + 

Complement  Complement 

{Fresh  normal  serum)  {Fresh  normal  serum) 

To  both  of  these  after  five  hours  was  added 
Hemolytic  amboceptor 
{Healed  hemolytic  serum) 
+ 
Red  blood  cells 
Results: 

(a)  showed  no  hemolysis. 

(b)  showed  htmiolysis  -f . 

The  conclusion  to  be  drawn  from  this  was  that  in  (a)  the  presence 
of  immune  body  had  led  to  absorption  of  all  the  comph^ment.  In  (b), 
there  being  no  bacteriolytic  immune  body  to  sensitize  the  bacteria 
and  enable  them  to  absorb  complement,  the  latter  substance  was 
left  free  to  activate  the  subsequently  added  hemolytic  ambocep- 
tors. The  Bordet-CJengou  phenomenon  hiis  been  extensive^}'  used 
by  Wass(»rmann  and  Bruck,*  Neisser  and  Sa(?hs,'  and  others  to  demon- 
strate the  presence  of  immune  bodies  in  various  s(»ra.     (See  p.  2f)2.) 

It  should  be  noted  that  this  method,  if  valid,  must  pn^suppose 
the  identity  of  the  hemolytic  and  bactericidal  coniplenuMit  in  the 
activating  serum. 

Complement  fixation  will  be  more  extensively  discussed  in  the 
section  dealing  with  the  Wassermann  reaction. 

»  Bordet  et  Gengou,  Ann.  de  Tinst.  Pa«teur.  1901. 

>  Waaaermann  und  Brack,  Med.  Klin.,  1905. 

>  Neisser  und  Sachs,  Berl.  klin.  Woch.,  xliv,  1905,  und  i,  1900. 
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The  Specificity  of  HemolTsins. — In  the  sections  preceding  we  have 
seen  that  the  blood  cells  of  one  animal,  injected  into  an  animal  of 
another  species,  give  rise  to  a  hemolytic  substance  in  the  blood 
serum  of  the  second  animal,  which  is  strictly  specific  for  the  variety  of 
cells  injected.      Such    hemolysins,  when    produced    in    one   animal 
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Fig.  64. — Schematic  Representation  op  Complement  Fixation  in  the 

Bordet-Gengou  Reaction. 


against  blood  cells  of  another  species,  are  spoken  of  as  heterolysins. 
In  studying  the  nature  of  hemolysis,  Ehrlich  and  Morgenroth  ^  now 
discovered  that  hemolysins  could  also  be  produced  if  an  animal  was 
injected  with  red  blood  cells  of  a  member  of  its  own  species.  Such 
hemolytic  substances  they  called  isolysins.  In  their  experiments  they 
injected  goats  with  the  washed  red  blood  corpuscles  of  other  goats 
and   found   that   the   serum  of  the  recipient  developed  the  power  of 


»  Ehrlich  unci  Morgenroth,  Berliner  klin.  Woch.,  xxi,  1900. 
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causing  hemolysis  of  the  red  blood  cells  of  the  particular  goat  whose 
blood  had  been  used  for  injection.  It  did  not,  however,  possess  th(» 
power  of  producing  hemolysis  in  the  blood  of  all  goats,  nor  did  it  pro- 
duce hemolysis  with  the  red  corpuscles  of  its  own  blood.  It  is  thus 
shown  that  the  specificity  of  the  hemolysins  extends  even  within  the 
limits  of  species,  and  is,  to  a  certam  extent  at  least,  an  individual 
property. 

The  production  of  auiohjsUis,  that  is,  of  substances  in  tlie  blood  scjiaim 
which  will  produce  hemolysis  of  the  individual's  own  coipuscl(>s,  has, 
BO  far,  been  unsuccessful. 

Ehrlich  and  Morgenroth,  in  the  course  of  these  experiments,  furth(»r- 
more  succeeded  in  showing  that  the  injection  of  isolysins  into  animals 
produced  antiisolysins,  and  that  these  again  W(»re  strictly  specific. 

The  almost  universal  failure  of  autolysin  production  has  found  no 
satisfactory  explanation.  It  is  supposed  by  lOhrlich  and  Morgt^nroth 
that  autolysnis  may  be  formed,  but  are  probably  speedily  ntnitralized 
by  the  production  of  antiautolysnis. 

The  clinical  significance  of  the  presence  of  isolysins  and  possibly  of 
autolysins  in  human  beings,  is  too  evid(*nt  to  require*  much  discussion. 
A  practical  and  extremely  interesting  result  which  those  investigations 
have  vielded  Ls  that  of  Donath  and  Lamlsteiner/  who  discovered  an 
autolysin  in  the  blood  serum  of  patients  suffering  from  pamxysmal 
hemoglobiniuia.  In  these  cases  the  sensitizing  substance  or  ambo- 
ceptor appeared  to  be  absorbed  by  the  n^d  blood  c(»lls  only  at  low  t(^ni- 
pcratures — ^probably  in  the  capillari(\s  during  exposure  to  the  cold,  and 
hemolysis  subsequently  resulted  in  the  blood  stream  by  tlui  action 
of  complement.  These  observations  have  been  confinned  by  other 
writers,  but  the  phenomenon  is  surely  not  pix>sent  in  all  cases  of  paroxys- 
mal hemoglobinuria.  The  writ(?i*s  have  had  occasion  to  examine  care- 
fully sc;v(U'al  clhiically  typical  easels  with  negative  n^sults. 


^  Dotiath  uiid  Lamlstvincr ,  Miiiich.  mod.  Wocli.,  xxxvi,  11M)4. 


CHAPTER  XVI 

TIIK    TECHNIQUE    OF    SERUM    REACTIONS 

Obtaining  Sertun  from  Animals  and  Man. — ^To  obtain  blood  scrum 
from  man,  the  l>Ioo(l  may  bo  taken  from  the  finger  or  the  ear,  either 
into  a  sterile  centrifuge  tube  or  into  a  Wright  capsule.  (See  section 
on  Opsonins,  page  2S4.)  When  taken  into  a  centrifuge  tube,  the 
blood  is  allowed  to  clot  and  the  semm  separated  from  the  coagulum  by 
a  f(*w  revolutions  of  the  centrifuge.  When  larger  quantities  of  blood 
are  desired,  it  may  be  taken  with  a  syringe  from  the  median  basilic 
vein  and  either  slant^'d  in  sterile  test  tubes  in  the  ice  chest  or  put  into 
c(?ntrifug(^  tubes  and  centrifugalized. 

In  bleeding  small  laboratoiy  animals,  a  number  of  methods  may  be 
(Miiployed,  depending  upon  whether  a  large  or  small  amount  of  serum  is 
rei  quired. 

The  animals  most  frequently  used  for  laborator}''  purposes  arc 
rabbits.  To  obtain  small  quantities  of  seixim  from  rabbits,  the  animals 
may  be  bhnl  from  the  marginal  vein  of  the  ear.  In  doing  this,  a  satis- 
f  act  or}'  yield  of  blood  may  be  obtaimnl  by  following  a  simple  method 
devis(Ml  by  Wadsworth.  The  animal  is  strapped  upon  a  tray  and  under- 
uc'dXh  it  is  placed  a  rubber  bag  filled  with  warm  wattT.  This  keeps  the 
body  t(»mp(M*atur(»  of  the  rabbit  somewhat  higher  than  normal,  causes 
dilatation  of  the  vessels,  and  thus  facihtates  the  flow  of  blood.  The 
tiay  is  then  placed  upon  a  simply  constructed  eastJ  so  that  the  animal's 
head  hangs  downward.  The  skin  over  the  ear  vein  is  shaved  and 
sterilized,  and  an  incisicm  is  made  into  the  V(»in  in  its  long  axis  with  a 
sharp  knife.     The  blood  is  caught  in  t(»st  tubes  or  centrifuge  tubes. 

When  largei"  (juantities  of  blood  are  desired,  the  animal  is  strapped 
down,  an(\st}ietized,  and  th(^  neck  shaved  and  sterilized.  The  carotid 
artery  is  tlu^n  isolated  by  dissection.  In  rabbits,  the  carotid  artery  may 
be  found  lying  just  lateral  to  the  trach(»a  and  deeply  placed,  and  must  be 
carefully  sei)arated  from  the  pn(nnnogastric  nerve  by  blunt  dissection. 
The  distal  nul  of  th(>  arter>'  is  then  ticMl  off  and  the  proxunal  end  tem- 
porarily clowd  with  a  small  clamp.  (This  clamp  should  be  rather  weak 
and  not  ex(rt  suflicicnt  pressure  to  injury  the  ailerj'  aiul  cause  throm- 
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bosis.)  The  artery  is  then  raised  out  of  the  wound  on  a  knife  or  forceps 
handle  and,  with  sharp-pointed  scissors,  a  small  incision  is  made  into 
but  not  through  the  vessel.  A  small  glass  cannula  is  now  introduced  into 
the  proximal  end  of  the  artery  through  the  incision  and  tied  into  place 
by  a  thread.  To  this  cannula  a  small  rubber  tube  fitted  with  a  pinch- 
cock  should  have  been  attached,  the  whole  being  sterilized.  The  clamp 
on  the  artery  is  then  released  and  the  blood  allowed  to  flow  into  sterile 
test  tubes  which  are  slanted  and  placed  in  the  cold  for  separation  of  the 
serum.  A  larger  yield  of  serum  will  be  obtained  if,  after  coagulation, 
the  clot  is  separated  from  the  glass  with  a  sterile  platinum  wire. 

In  obtaining  blood  from  larger  animals,  horses,  sheep,  etc.,  a  cannula 
may  be  introduced  into  the  jugular  or  internal  saphenous  veins.  The 
skin  is  shaved  and  sterilized  and  a  rubber  tourniquet  placed  about  the 
neck  or  thigh,  as  the  case  may  be,  in  order  to  cause  the  vein  to  stand 
out.  A  small  incision  may  be  made  through  the  skin  over  the  vein,  but 
is  not  necessaiy.  A  cannula,  with  rubber  tubing  attached,  is  then  plunged 
into  the  vein  and  the  blood  caught  in  sterile  high  cylindrical  jars, 
allowed  to  clot,  and  placed  in  the  refrigerator.  The  serum  is  taken  off 
after  twenty-four  to  forty-eight  hours  with  sterile  pipettes. 

Agglutination  Tests. — For  the  determination  of  the  agghitinating 
power  of  serum  it  is  necessary  to  make  suitable  dilutions  of  the  scrum, 
and  to  prepare  an  even  emulsion  of  the  mi(Toorganisms  to  be  tested. 
The  test  may  be  made  microscopically  or  macroscopically.  The  micro- 
scopic test  is  the  one  in  general  use  in  the  diagnosis  of  typhoid  fever, 
and  is  occasionally  applied  to  some  other  diseases.  In  its  application 
to  typhoid  fever  it  is  usually  spoken  of  as  the  (irub(M-Wi(lal  reaction. 

Twelve-  to  eighteen-hour  broth  cultures  of  the  typhoid  bacillus, 
grown  at  incubator  temperature,  may  be  used.  It  is  preferable,  how- 
ever, to  use  an  emulsion  of  a  twelve  to  twenty-four  hour  old  agar  culture 
in  physiological  salt  solution  (0.85  per  cent).  The  salt-solution  emulsion 
is  made  by  adding  about  10  c.c.  of  nonnal  salt  solution  to  the  fresh  agar 
slant  culture,  carefully  detaching  the  culture  from  the  surface  of  the 
agar  with  a  flexible  platinum  wire,  and  pipc^tting  off  tin*  (?nnilsion  thus 
made.  With  some  microorganisms  it  is  sufficient  simply  to  allow  tiie 
largerclumps  to  settle  and  to  pipette  off  the  supernatant  tiirl^d  emulsion. 
With  other  microorganisms,  the  tendency  to  fomi  clumps  makes  it 
necessary  to  resort  to  further  methods  of  .securing  an  even  distribution 
of  the  bacteria.  This  may  be  done  either  by  sucking  the  emulsion  in  and 
out  through  a  narrow  pipette  held  perpendicularly  against  the  l)ottom  of 
a  watch  glass,  as  in  Wright's  technique  for  the  opsonic  test  (see  section 
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on  Opsonins,  p.  285),  or  by  carefully  rubbing  the  clumps  against  the 
watch  glass  with  a  stiff  platinum  wire.  In  the  case  of  the  tubercle  ba- 
cillus not  even  this  suffices,  but  it  becomes  necessary  to  grind  the  moist 
bacillary  masses  in  a  mortar  before  emulsifying.  With  the  tubercle  bacil- 
lus, too,  it  is  preferable  to  use  salt  solution  at  1.5  per  cent  concentration. 

In  preparing  cultures  of  streptococcus  and  pneumococcus  for 
agglutination  tests,  it  has  been  found  convenient  by  Hiss  to  grow 
microorganisms  for  about  four  days  in  flasks  of  a  one  per  cent  glucose, 
two  per  cent  pep  ton  meat-infusion  broth,  to  which  has  been  added  one 
per  cent  of  calcium  carbonate.  (See  page  120.)  The  insoluble  calcium 
carbonate  sinks  to  the  bottom,  but  by  neutralizing  the  inhibiting  acid 
fonned  in  the  broth  by  the  microorganisms,  permits  the  development 
of  a  mass  culture.  The  flasks  should  be  shaken  thoroughly  at  least 
once  a  day.  Th(»  broth  may  be  pipetted  off  and  the  clumps  may  be 
removed  by  a  few  revolutions  of  a  centrifuge.  Without  this  technique 
it  is  sometimes  difficult  to  get  sufficient  growths  of  these  bacteria  for 
any  quantity  of  emulsion  unless  large  surfaces  of  agar  arc  employed  in 
special  receptacles  or  by  making  many  slant  cultures. 

Tlie  serum  dilutions  are  obtained  by  first  making  a  one  to  ten 
dilution  of  serum  with  normal  salt  solution.  The  serum  used  for  this 
purpose  may  be  cleared  of  red  blood  corpuscles  by  centrifugalization. 
From  the  one  to  ten  dilution  any  number  of  higher  dilutions  may  be 
made,  simply  by  mixing  given  parts  of  the  one  to  ten  dilution  with 
normal  salt  solution;  thus  one  part  of  a  one  to  ten  dilution  plus  an  equal 
quantity  of  salt  solution  gives  a  dilution  of  one  to  twenty.  One  part  of 
one  to  ten  tlilution  plus  two  parts  of  normal  salt  solution  gives  one  to 
thirty,  and  one  part  of  one  to  twenty  dilution  plus  one  part  normal  salt 
solution  gives  one  to  forty,  etc.  It  must  not  be  forgotten  that,  when 
ecjual  parts  of  the  serum  and  bacillary  emulsion  have  been  mixed,  each 
one  of  these  dilutions  is  doubled. 

In  making  the  ynicroscopic  agglutination  teM,  minute  equal  quanti- 
ti(*s  of  s<^rum  dilution  and  bacterial  emulsion  are  mixed  upon  the  sur- 
face of  a  cov(»r-slip.  Tlu?  mixture  may  be  made  either  by  measuring  out  a 
drop  of  each  substance  with  a  standard  platinum  loop,  depositing  them 
close  togethcron  tlu*  cover-slip,  and  mixing;  or,  more  exactly, equal  quan- 
tities may  be  sucked  up,  each  to  a  given  mark,  in  a  capillary  pipette, 
mixed  by  suction  in  and  out,  and  then  deposited  upon  the  cover-slip. 
The  cover-slip  is  inverted  over  a  hollow  glass  slide,  the  rim  of  which  has 
been  gn^ased  with  vasc^line.  The  drop  is  then  obst^rved,  preferably 
through  a  (U»itz)  No.  7  lens,  ocular  No.  3. 
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The  macroscopic  agglutination  test,  always  preferable  for  exact 
laboratory  research,  is  made  in  narrow  test  tubes  especially  designed 
for  the  purpose,  measuring  about  0.5  cm.  in  diameter  and  about  5  cm.  in 
length  (Fig.  60,  p.  230). 

In  these  test  tubes  equal  quantities,  usually  1  c.c.  each,  of  serum 
dilution  and  emulsion  are  mixed.  A  series  of  tubes  is  prepared,  in  eacli 
subsequent  one  of  which  the  dilution  is  higher.  Thes(»  mixtures  may 
be  placed  in  the  incubator  for  a  few  hours  and  then  k(*pt  at  room  tem- 
perature. It  has  been  observed  by  Hiss  that  after  removal  from  the  in- 
cubator agglutination  is  in  some  instances  hastened  by  tran.sfen'nc(»  to 
the  ice  chest.  When  agglutination  takes  place  in  these  tubes,  clumps  of 
bacteria  may  be  seen  to  form,  which  settle  to  the  bottom  of  the  tube,  v(My 
much  like  snow-flakes.  The  surface  of  the  st^liment  is  lu^apcd  up  and 
irnjgular.  The  supernatant  fluid  becomes  entin^ly  clear.  When  the 
reaction  does  not  occur  the  sediment  is  an  even,  granular  one  with  a  Hat 
surface,  and  the  emulsion  remains  turbid. 

Instead  of  using  test  tubes  as  descril^ed  above,  Wright  has  sug- 
gested the  use  of  throttle  pipett<»s  of  comparatively  largcj  diameter  into 
each  of  which  at  least  three  or  four  difT(»rent  dilutions  can  !)e  sucked 
with  a  nipple,  a  small  air  bubble  l^eing  left  between  the  mixtui-es.  By 
scaling  the  distal  end  of  these  pipettes  in  a  flame  the  various  dilutions 
arc  kept  at  a  distance  from  each  other,  and  the  pijx^ttes  may  !)e  s<»t  on 
end  in  a  tumbler  and  observed  just  as  are  the  test  tuln^s  ( Fig.  (is,  ]).  2S5). 

Preeipitin  Tests. — In  an  earlier  section  on  preciintins  we  iiave  seen 
that  precipitates  are  formed  when  clear  filtrates  of  bacterial  extracts 
or  of  broth  cultures  are  mixed  with  th(»ir  specific  immune  sera. 
Such  pivcipitin  redactions  an*  not  limited  to  the  realm  of  bacteria,  !)ut 
have  a  broad  biological  significance,  in  that  specific  ])recipit:itin^  sera 
may  be  produced  with  proU^ds  of  varied  source. 

For  actually  carrying  out  a  precipitin  test,  tlu*  following  i-e:i*::en(s  are 
rcquircul: 

1.  A  specific  prc^cipitating  antiserum  (anti!)acterial  or  anti])rotei(l) ; 

2.  A  bacterial  filtrate  or  pmtcud  solution. 

The  Production'  of  Pukcipitati.vc;  Antiski{a.' — Antibacterial 
precipitins  may  be  produced  in  animals  by  any  one  of  a  vaiiety  of 
methods.  Animals,  pivferably  rabbits,  are  injected  either  with  l>r()th 
cultures  or  with  salt  solution  emulsions  of  agar  cultures  of  the  l)acteria, 
in  gradually  increasing  quantities.     Five  or  six  injections  are  ^iven  in- 


*  K.  Kraus,  Wieii.  kliii.  Woch..  1897;   Norrin,  Jour.  Inf.  Dis.,  1  aiul  .'i,  VM)\. 
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tniperitoneally  or  intravenously,  at  intervals  of  from  five  to  six  days, 
the  dosage  and  mode  of  administration  being  adapted  in  each  ease  to 
the  pathogenic  j)roperties  of  the  microorganisms  in  question.  It  has 
been  assc^rted  by  Myei*s  *  that  when  pepton-broth  cultures  are  used  for 
immunization  a  specific  precipitin  for  p<»pton  may  be  formed  which  by 
giving  a  precipitate  with  a  culture  filtrate  containing  pepton  may  lead 
to  error.     This  observation  could  not  be  confirmed  by  Xorris.^ 

The  immunized  animals  should  be  bled  about  seven  to  twelve  days 
after  the  lust  injection  of  bacteria. 

Specific  precipitating  antis(»ra  against  proteid  solutions  are  prepared 
by  methods  analogous  to  those  employed  for  the  production  of  anti- 
bacterial sera.  A  varietv  of  methods  have  Ix'en  described.  The  sera 
or  proteid  solutions  used  should  Ik^  sti^rile.  This  may  be  accomplished 
!)V  filtration  through  small  porcelain  filters.  The  inj(^ctions  into  animals 
may  be  made  subcutaneously,  intraperitoneally,  or  intravenously.  The 
subcutaneous  route*  has  no  advantages  unless  the  substances  to  be  used 
are  contaminated. 

Nuttall  advis(\s  the  use  of  rabbits.  The  animals  should  be  weighed 
from  time  to  tinu*,  and  if  considerable  loss  of  weight  ensues  during  im- 
munization, the  intervals  between  injections  should  be  increased. 
Dosage  should  b(^  carefully  graded,  beginning,  in  the  case  of  an  animal 
serum,  for  instance,  with  2  c.c.  and  increasing  gradually  through  3,  5, 
and  S  c.c.  to  possibly  15  c.c.  at  the  last  injection.  A  single  injection  of 
a  large  quantity  has  occasionally  yielded  a  precipitating  serum  of  con- 
sidera!)le  strength,''  but  this  method  is  not  usually  successful.  Injec- 
tions are  made  at  intervals  of  from  five  to  seven  davs.  Seven  to  twelve 
days  after  th(»  last  injcH'tion  the  animals  may  be  bled,  and  a  preliminary 
test  made  to  ascertain  the  precipitating  value  of  the  stTum.  If  this  is 
insulfici(^nt  for  the  desired  purposes,  more  injections  may  be  made  before 
the  animal  is  finally  bled.  lUeeding  should  be  done  seven  to  twelve 
days  after  the  last  inj(^ction.  Such  sera  may  be  preserved  by  sealing  in 
glass  bulbs  an<l  k(H*ping  in  the  dark  and  at  a  low  temperature.  If  a 
])res(Tvativ(»  is  to  be  added,  Nuttall  recommends  chloroform,  but  dis- 
approves of  the  phenols,  because  of  occasional  turbidity  produced  by 
th(^se. 

The  i)i-e(Mi)i(ating  antisera  used  for  the  tests  should  be  absolutely 


»  .U//rr.H,  Lancot.  ii,  100(). 

'  \ orris,  loc.  cit. 
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clear.     If  turbidity  is  present,  the  sera  should  be  filtered  through  small 
Berkefeld  or  porcelain  candles. 

Preparation  of  Bacterial  Filtrates  and  Proteid  Solutions 
FOR  Precipitin  Tests. — Bacteria  may  be  grown  in  broth  made  of 
Liebig's  beef  extract  five-tenths  per  cent,  pepton  one  per  cent,  NaCl  five- 
tenths  per  cent,  and  having  an  initial  reaction  of  neutrality  or  five-tenths 
per  cent  acidity  to  phenolphthalcin.  The  cultures  are  incubated  for 
times  varying  from  a  week  to  several  months,  and  are  then  filtered 
through  porcelain  or  Berkefeld  candles  until  perfectly  clear.  Bacterial 
extracts  may  also  be  made  by  emulsifying  agar  cultures  in  salt  solution, 
placing  at  37.5®  G.  in  the  incubator  for  a  week  or  longer,  and  filtering. 
More  rapid  extraction  of  bacteria  may  be  accomplished  by  repeated, 
rapid  freezing  and  thawing  of  salt-solution  emulsions.  This  is  easily 
and  simply  done  by  placing  the  test  tubes  in  battery  jars  filled  with 
brine  and  cracked  ice. 

Proteid  solutions  to  be  tested  should  be  made  in  salt  solution.  When 
dealing  with  blood  stains,  as  is  frecjuently  the  case  in  doing  the  test  for 
forensic  purposes,  the  stains  should  be  dissolved  out  in  salt  solution,  an 
approximate  dilution  of  one  in  ^vc  hundred  being  aimed  at.  This  solution 
if  turbid  should  be  filtered  through  a  small  porcelain  filter.  Before  use 
it  should  be  perfectly  clear  and  colorless,  should  show  a  faint  cloud  on 
boiling  with  dilute  acetic  acid,  and,  according  to  Miiller,  should  show 
distinct  frothing  when  shaken. 

When  the  reaction  is  to  be  done  with  the  purpose  of  detonnining  the 
nature  of  meat  (detection  of  horse-meat  substitution  for  \wvf,  etc.), 
about  20  to  40  grams  of  the  suspected  meat  are  nia('orat:Nl  by  boin^ 
placed  in  a  flask,  and  covered  with  100  c.c.  of  physiolof!;i(^al  suit  solution. 
This  mixture  is  allowed  to  infuse  at  room  temperature  for  thrrc  to  four 
hours,  and  is  then  placed  in  the  refrigerator  for  twolv(^  hours  or  mow. 
At  the  end  of  this  time  2  c.c.  may  be  poured  into  a  test  tube  and  shaken. 
If  frothing*  appears  easily  and  profusely,  the  extract  is  n^ady  for  u:^e. 
It  is  then  filtered  clear,  either  through  paper,  or,  if  this  is  unsuccessful, 
through  infusorial  earth  in  a  Buchner  or  Nutsche  filter.  Berkefeld 
filters  may  also  be  used,  but  their  use  is  less  simple.  The  ch^ar  solution 
is  then  further  diluted  until  the  addition  of  concentrated  HXO3  produces 
only  a  slight  even  turbidity.  Before  use,  furthermore,  the  reaction  of 
the  meat  extract  should  be  test<?d,  and  if  necessary  adjusted  to  neutrality 
or  slight  acidity  or  alkalinity. 


»  P.  Th.  Mailer,  "  Tecluiik  d.  sercxUagnos.  Methodeii." 
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In  the  actual  test  with  bacterial  filtrate,  the  procedure  is  as  follows: 
In  a  series  of  narrow  test  tubes,  the  following  mixtures  are  made: 

Tube  1.  Antibacterial  serum  .5  c.c.  -f  bacterial  filtrate  1.  ex. 

"  2.  Normal  serum  .5  c.c.  -f  bacterial  filtrate  1.  c.c. 

"  3.  Antibacterial  serum  .5  c.c.  -f  salt  solution        1.  c.c. 

"  4.  Salt  solution  .5  c.c.  +  bacterial  filtrate  1.  c.c. 

Place  the  tubes  in  the  incubator  at  37.5®  C.  In  a  positive  test,  tube 
1  only  should  show  a  haziness  which  develops  into  a  distinct  cloudiness 
or  even  a  flocculent  precipitate  within  one  hour.  Tubes  2,  3,  and  4 
should  remain  clear. 

For  the  testing  of  an  unknown  proteid  with  the  serum  of  an  animal 
immunized  with  the  proteid  sought  for,  the  technique  of  the  test  is  as 
follows : 

1.  O.I  c.c.  immune  serum  +  2  c.c.  unknown  proteid  solution. 

2.  0.1  c.c.  immune  serum  -h  2  c.c.  known  proteid  solution  of  variety  suspected 

(similarly  diluted). 

3.  0.1  c.c.  immune  serum  +  2  c.c.  proteid  solution  of  different  nature  (similarly 

diluted). 

4.  0.1  c.c.  immune  serum  +  2  c.c.  salt  solution. 

5.  2  c.c.  unknown  proteid  solution. 

The  test  is  positive  when  a  precipitate  appears  in  tube  1  and  in  tube 
2,  but  not  in  any  of  the  others.  The  precipitate  should  appear  definitely 
within  fifteen  to  twenty  minutes. 

Bactericidal  and  Bacteriolytic  Tests. — ^The  bactericidal  and  bac- 
teriolytic powers  of  serum  may  be  tested  either  in  the  animal  body 
or  in  the  test  tube.  The  most  common  bacteriolytic  test,  in  vivo^  is 
that  which  is  known  as  Pfeiffer's  test.  This  test  depends  upon  the 
fact  considered  in  a  previous  section,  that  bacteria,  when  injected 
into  the  peritoneal  cavity  of  a  guinea-pig,  together  with  a  homologous 
immune  serum,  undergo  dissolution. 

As  practiced  in  bacUTiological  work,  the  test  finds  a  double  appli- 
cation. It  may  be  carried  out  either  for  the  determination  of  the 
specific  bacteriolytic  power  of  a  given  serum  against  a  known  micro- 
organism, or  for  the  identification  of  a  particular  microorganism  by 
means  of  its  susceptibility  to  lysis  in  a  known  immune  serum. 

1.  Dekrrninaiion  of  the  bacteriolytic  power  of  serum  against  a 
known  microorganUm  in  vivo  :^ 


»  P.  Th.  Mailer,  *'  Technik  d.  serodiagnos.  Methoden,"  Jena,  1909. 
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A  number  of  dilutions  of  the  serum  are  made  with  sterile  neutral 
bouillon  or  salt  solution,  ranging  from  1  in  20  to  1  in  500,  or  higher.  It 
is  convenient  to  make  a  first  solution  of  1  iti  20.  One  e.c.  of  this  mixed 
with  4  CO.  of  broth  will  give  1  in  100.  One  e.c.  of  the  1  in  100  dilution 
with  1  e.c.  of  broth,  2  e.c.  of  broth  and  4  e.c.  of  broth  will  give  1  in  200, 
1  in  300,  and  1  in  500,  respectively.  Into  one  cubic  centimeter  of  each 
of  these  dilutions  there  is  placed  one  platinum  loopful  of  a  twenty-four- 
hour  agar  culture  of  th(i  microorganism  against  which  the  serum  is  to 
be  t(\sted.  Into  another  test  tube  is  placed  4  e.c.  of  broth,  without 
serum,  and  with  one  loopful  of  the  microorganisms.  The  mixtures 
ar(»  tlioroughly  emulsified  in  each  case  by  rubbing  the  bacteria  against 
th(^  sid(»s  of  th(^  tube  with  the  platinum  loop. 

IntrapcM'itoneal  inj(^ctions  into  guinea-pigs  are  then  made  of  1  e.c. 
of  each  of  the  serum-dilution-bacterial-emulsions.  A  control  guinea-pig 
(bett(»r  two  or  three)  receives  Ic.  c.  of  the  broth  emulsion — one-fourth 
as  many  bacttiria,  therefore,  as  the  animals  receiving  the  serum 
dilutions. 

Before  making  tlu*  injections,  areas  on  th(^  lat(»ral  abdominal  walls 
of  th(j  guinea-pigs  are  shaved,  and  small  incisions  made  through  the 
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skin,  down  to  the  muscular  layers.  Th(»  uccmIIc  of  the  syringe  is  then 
introduced  p(T])(»ndicular  to  the  skin  until  it  lias  penc^trated  the  peri- 
toneum, and  th(*n  carefully  slanted  to  avoid  ])uncturing  the  gut.  The 
animals  iummI  not  be  strapped  down  during  this  procedure  and  after- 
ward may  b(^  allowcnl  to  run  about. 

Aft(»r  onc^-half  hour,  and  again  after  one  hour  has  elapsed,  a  drop 
of  p(Titon(»al  exudate  is  n^moved  from  (^ach  guinea-j)ig  luid  (examined 
in  th(»  hanging  drop  for  granulation  and  swelling  of  the  bacteria.  The 
m(*thod  of  obtaining  the  peritoneal  exudate*  is  as  follows:  Small  glass 
tubing  is  drawn  out  into  capillar}'  pipettes,  ihr,  ends  of  the  capillari(»s 
lM»ing  again  drawn  to  fine  points  in  a  small  y(^llow  (iame.  A  number  of 
HU(^h  pipettt^s  should  be  prepared  lx»fon»  tlu^  t(»st  is  b(»gun.  The  guinea- 
pig  is  then  h(»ld  down  upon  a  table,  either  by  an  assistant  or  by  the  h^ft 
hand  of  the  operator,  and  the  point  of  the  pipette  pushed  through  tlie 
cut  in  the  abdominal  wall  into  the  peritoneum  by  a  sharp,  (piick  thrust- 
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ing  motion.  A  column  of  peritoneal  fluid  will  run  into  the  glass  tubing 
by  capillary  attraction;  this  can  then  be  blown  out  upon  a  cover-slip 
for  hanging-drop  examination  or  may  be  blown  upon  a  slide,  smeared, 
and  examined  after  staining.  The  reaction  is  regarded  as  positive  if 
within  thirty  minutes  to  an  hour  the  peritoneal  exudates  of  the  animals 
receiving  immimc  sera  contain  only  swollen  or  disinttigrated  microor- 
ganisms, while  in  that  of  the  control  animals  only  well-preserved  and 
undegeneraU^d  bacteria  are  found.  In  dealing  with  typhoid  bacilli 
and  cholera  spirilla,  in  connection  with  which  the  test  is  most  often 
used,  active  motility  in  the  controls  is  of  much  help.  Should  th(ire  be 
extensive  deg(»neration  of  the  bacteria  in  the  exudate  of  the  control 
animals  the  test  is  of  no  value. 

2.  I  dent  if}  cat  ion  of  a  microonjanism  by  observing  its  a  susceptibilitfj  to 
If/si.s  in  a  known  immune  serum  in  vivo: 

The  technitjue  for  this  test  is  practically  the  same  as  that  of  the 
[)receding  (except  that  in  this  case  we  require  a  potent  known  immune 
serum  and  nonnal  serum  for  control.  It  is  necessary,  furthermore,  that 
by  previous  tests  we  should  know  the  degree  of  dilution  in  which  the 
imnmne  serum  will  cause  complete  bacteriolysis  of  the  microorganism 
used  in  its  production.  Thus,  if  we  are  employing  a  typhoid  immune 
serum  and  are  about  to  test  by  this  method  an  unknown  Gram-negative 
!)a('illus,  we  must  know  the  titer  of  the  serum  for  the  typhoid  bacillus 
itself. 

Mixtures  are  then  made  of  dilutions  of  this  serum  and  definite 
(juantities  of  th(i  microorganism  to  be  tested.  It  is  best,  always,  to 
(^niploy  from  ten  to  one  hundred  times  the  amount  of  immune  serum 
which  suffices  to  produce  lysis  with  its  homologous  microorganism. 
Thus,  if  the  serum  has  been  found  to  be  active  in  dilutions  of  1  :  1  ,(KK), it 
is  employed  in  the  test  in  dilutions  of  1  :  1,000, 1  :  100,  and  1  :  10.  These 
dilutions  are  then  injected  into  guinea-pigs  in  quantities  of  1  c.c.  together 
with  the  bacteria  to  Ix^  tested,  and  control  guinea-pigs  are  injected  with 
undilut(Ml  nonnal  serum  mixed  with  the  bacteria  and  with  salt  solution 
and  th(»  bacteria.  Th(i  exudates  are  then  observed  in  the  same  way  as 
in  the  preceding  experiment. 

Bacte?'icid(d  Renctioiui  in  the  Test  Tube. — Bactericidal  n^actions 
in  the  test  tub(\s  may  be  made  by  mixing  in  small  8t<^rile  test  tubes, 
definite  quantities  of  the  l)acteria  with  inactivated  serum  and  com- 
plement, tli(»  latter  in  the  form  of  unheated  nonnal  serum.  The 
mixtures,  diluted  with  equal  volumes  of  neutral  broth  or  salt  solution, 
are  set  away  for  a  definite  time  three  to  four  hours  in  an  incubator  at 
17 
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37.5®  C,  and  equal  quantities  from  all  the  tubes  are  ilion  inoculated 
into  melted  agar  at  40®  C,  and  plates  are  poured.  Control  plates 
must  be  made  in  each  case  with  mixtures  of  similar  quantities  of 
bacteria  in  salt  solution,  and  similar  quantities  of  bacteria  in  normal 
serum.  By  colony  counting  after  the  plates  have  developed,  it  is  then 
possible  to  estimate  the  degree  of  bacterial  destruction  in  any  of  the 
given  dilutions. 

In  actually  carrying  out  the  test,  dilutions  of  the  inactivated  serum 
are  first  made,  ranging  from  1  :  10  to  1  : 1,000  and  over.  An  emulsion 
of  bacteria  from  a  twenty-four-hour  agar  slant  is  then  made  in  salt  solu- 
tion, or  a  twenty-four-hour  broth  culture  properly  diluted  may  be  used. 
Complement  is  obtained  by  taking  fresh  normal  rabbit  serum  and  dilut- 
ing it  with  salt  solution  1  :  10  or  1  :  15.  Into  a  scries  of  test  tubes,  then, 
1  c.c.  of  each  of  the  serum  dilutions  is  placed,  and  to  each  tube  is  added 
0.5  c.c.  of  the  diluted  fresh  normal  rabbit  serum  (complement) .  To  these 
mixtures  the  bacteria  are  then  added.  In  adding  the  bacterial  emulsion 
to  these  tubes,  the  writers  have  found  it  more  accurate  to  discard  the 
use  of  the  platinum  loop  and  to  measure  the  bacterial  emulsion  in  a 
marked  capillary  pipette  such  as  that  used  in  the  opsonin  test.  (See  page 
285,  Fig.  68.)  The  controls  are  set  up  in  a  similar  way,  all  of  them  con- 
taining a  similar  quantity  of  bacterial  emulsion,  one  control  containing 
1.5  c.c.  of  salt  solution,  another  control  containing  1  c.c.  of  salt  solution  + 
0.5  c.c.  of  the  diluted  complement,  and  the  third  control  containing  in- 
activated normal  serum  1  c.c. +0.5  c.c.  of  diluted  complement.  Defi- 
nite quantities  of  these  mixtures,  taken  with  a  standard  loop,  or 
preferably  with  a  capillary  pipette,  are  plated  in  agar  immediately 
after  mixing. 

BACTERICIDAL    TEST    IN    VITRO 

(To  Determine  the  Bactericidal  Power  of  a  Typhoid   Immink  Serum 

AGAINST  Typhoid  Bacilli). 
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00-] . 
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After  incubation  for  two  or  three  hours  similar  quantities  are  again 
measured  into  tubes  of  melted  agar  with  the  capillary  pipette.  With  a 
little  practice,  great  accuracy  in  these  measurements  can  be  acquired. 
The  inoculated  agar  tubes  are  very  thoroughly  mixed,  and  plates  are 
poured.  At  the  end  of  twenty-four  hours'  incubation,  an  enumeration 
of  the  colonies  in  the  various  plates  is  made  and  the  results  are  compared. 

The  in  vitro  bactericidal  tests  have  been  employed,  practically,  chiefly 
in  the  diagnosis  of  typhoid  fever  by  Stern  and  Korti*.^  WTiile  the  serum 
of  normal  individuals  shows  practically  no  bactericidal  power  for 
typhoid  bacilli,  the  sera  of  typhoid  patients  may  be  actively  bacteri- 
cidal in  dilutions  as  high  as  1  :  50,000. 

Hemolytic  Tests. — Determination  of  the  hemolytic  action  of  blood 
serum,  bacterial  filtrates,  and  of  a.  variety  of  other  substances,  such  as 
tissue  extracts  and  animal  and  plant  poisons,  is  frequently  made  in 
bacteriological  laboratories.  Familiarity  with  the  methods  of  carr>'ing 
out  such  tests  is  especially  essential  since  hemolytic  tests  are  also  em- 
ployed in  determining  other  serum  reactions,  such  as  the  "  complement- 
fixation  tests  "  discussed  in  another  section. 

For  these  tests  it  is  necessary"  to  prepare  washed  nnl  corpuscles 
of  the  species  of  animal  against  which  the  hemolysins  are  to  be 
tested,  and  to  obtain  these,  blood  may  be  taken  in  one  of  the 
following  ways : 

A .  If  small  quantities  of  blood  corpuscles  are  desired,  the  blood  may 
b(>  received  into  a  sterile  test  tube  into  which  a  copper  or  other  wire  bent 
into  a  loop  at  the  lower  end  has  been  introduced.  This  is  used  to 
prevent  clotting  and  to  remove  the  fibrin.  Immediately  after  receiving 
th(»  blood  into  this  tube,  the  wire  is  twirled  between  the  fingers  so  that 
th(»  blood  is  beaten  by  the  wire  as  by  an  egg-beater.  At  the  end  of  five 
minutes  of  continuous  agitation,  the  fibrin  adhering  in  a  mass  to  the  wire 
may  be  lifted  out.  The  corpuscles  are  then  washed  and  ccntrifugalized 
in  several  changes  of  salt  solution  to  remove  all  traces  of  serum,  and 
are  finally  emulsified  in  salt  solution. 

B.  The  blood  may  be  taken  into  a  centrifuge  tube  and  immediately 
ccntrifugalized  before  clotting  has  taken  place.  The  plasma  is  then 
poured  off  and  the  corpuscles  are  washed  with  salt  solution,  as  before, 
to  remove  the  serum. 

C.  The  blood  may  be  taken  directly  into  a  solution  containing 
five-tenths  per  cent  sodium  chlorid  and  one  per  cent  sodium  citrate. 


Stern  und  Korte,  Berl.  klin.  Woch.,  1904. 
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The  corpuscles  arc  concentrated  by  centrifugalization,  the  citrate  solu- 
tion is  decanted,  and  corpuscles  are  washed  with  salt  solution,  as  before, 
to  remove  the  serum. 

D.  When  large  quantities  of  blood  are  desired,  either  from  man  or 
from  an  animal,  the  blood  may  be  received  directly  into  a  flask  into 
which  a  dozen  or  more  glass  beads  or  short  pieces  of  glass  tubing  have 
been  placed.  The  flask  is  shaken  for  five  or  ten  minutes,  immediately 
after  the  blood  has  been  taken  and,  in  this  way,  defibrination  is  accom- 
plished. 

Since,  for  comparative  tests,  it  is  necressary  to  establish  some  stand- 
ard concentration  of  red  blood  cells,  it  is  customary  in  these  tests  to 
employ  a  five  per  c(»nt  emulsion  of  corpuscles  in  salt  solution.  To 
obtain  this,  the  thoroughly  washed  corpuscles  from  one  volume  of  the 
original  blood  are  mixcMl  with  ninet(;en  parts  of  0.85  per  cent  salt  solu- 
tion.* Such  an  emulsion,  if  kept  sterikj  and  in  the  refrigerator,  will 
S(»rve  for  hemolytic  t(jsts  for  from  one  to  three  days.  An  emulsion 
should  not  be  used  if  the  su}X3rnatant  salt  solution  shows  any  transpa- 
rent redness,  as  this  indicates  hemolysis. 

If  the  substance  in  which  lunnolysins  are  to  b(;  determined  is  serum, 
this  may  be  used  either  as  such  or  it  may  be  inactivated  by  exposure  to 
56°  C.  in  a  water  bath,  and  to  each  test,  complement  may  be  added  in 
the  form  of  fresh  guinea-pig  or  rabbit's  serum.  No  absolute  rule  for 
the  quantity  of  complement  to  be  used  in  these  tests  can  be  given.  As 
a  starting-point,  however,  when  1  ('.c.  of  a  5  per  cent  emulsion  of  red 
corpuscles  is  used,  it  is  !>est  to  use  about  0.1  to  0.2  c.c.  of  fresh  guinea- 
pig  serum  as  complement. 

In  the  actual  test,  mixtures  are  made  of  th(^  corpuscle  emulsion,  the 
inactivated  immune  serum,  and  complement  in  small  test  tubes  and  the 
volumes  of  the  various  tubes  made  ecjual  by  the  addition  of  definite 
quantities  of  salt  solution.  The  contents  of  the  tubes  are  thoroughly 
mixed  and  the  tubes  put  in  the  incubator  or  in  a  water  bath  at 
37.5°  C.  If  complete  hemolysis  occurs,  the  fluid  in  th(*  tube  will  a.s- 
sume  a  deep  Burgundy  red.  If  no  hemolysis  occurs,  the  fluid  will 
remain  uncolored  and  the  corpuscles  will  settle  out.  Incomplete  homo- 
lysis  will  be  evidenced  by  a  lightc^r  tinge  of  red  in  the  tube  and  by  the 
settling  out  of  a  var>'ing  quantity  of  blood  cor])uscles. 


*  The  method  here  given  was  formerly  mucli  employed.  It  is  now  the  genera! 
practice,  however,  to  use  one  volume  of  the  actual  sediment  to  nineteen  volumes  of 
salt  solution. 


THE  TECHNIQUE  OF  SERUM  REACTIONS  261 

In  all  hemolytic  tests  the  time  clement  is  important.  No  hemo- 
lysis should  be  adjudged  as  incomplete  unless  at  least  one  hour  has 
elapsed. 

It  is  often  necessary'  to  carr}^  out  hemolytic  tests  on  the  blood 
corpuscles  of  one  human  being  with  the  serum  of  another  in  order  to 
det(*nnine  the  advisability  of  perfonning  transfusion.  In  this  case,  the 
serum  of  the  recipient  is  mixed  with  a  coq)uscle  emulsion  of  the  cells  of 
the  donor,  and  vice  versa.  Since  it  is  often  difficult  to  obtain  much 
blood  for  these  tests,  the  writers  have  found  it  convenient  to  make  the 
test  in  throttle  pipettes,  instead  of  in  test  tubes.  By  this  technique,  ten 
or  fifteen  drops  of  blood  and  a  very  small  amount  of  serum  will  suffice. 
It  should  be  stated,  however,  that  whenever  sufficient  quantities  of 
s(Mum  can  be  obtained  this  t(^chnique  should  not  be  employed. 

The  Determination  of  Antibodies  in  Sera  by  Complement  Fixation. — 
Tlie  principle  of  complement  fixation,  discovered  by  Bordet  and  Gengou* 
in  IIK)!,  hasbe(Mi  utilized  both  in  bacteriological  investigations,  and  in 
practical  diagnosis  for  the  determination  in  serum  of  the  presence  of 
sp(^cific  antibodies.  Although  spoken  of  in  another  section  of  this  book, 
it  may  be  well  to  review,  briefly,  the  principles  of  the  Bordet-Gengou 
phenomenon.  The  reaction  depends  upon  the  fact  that  when  an  antigen, 
/.('.,  a  substance  capable  of  stimulating  the  formation  of  antibodies  in 
animals  or  man,  is  mixed  with  its  inactivated  antiserum,  in  the  presence 
of  complement,  the  complement  is  firmly  fixed  by  the  combined  immune 
body  and  antigen  in  such  a  way  that  it  can  no  longer  be  found  free  in 
the  mixture.  If  such  a  mixture  Ls  allowed  to  stand  at  a  suitable  tem- 
peratun^  for  an  hour  or  more,  and  to  it  is  then  added  an  emulsion  of  red 
blood  cells  together  with  a  suitable  quantity  of  ina(?tivated  hemolytic 
serum,  no  hemolysis  will  take  place,  since  there  is  no  free  complement 
available^  to  complete  the  h(*molytic  system.  If,  on  the  other  hand,  the 
original  mixture  contains  no  antibody  for  the  antigen  used,  the  comple- 
nu^nt  pres(^nt  is  not  fixed  and  is  available  for  the  activation  of  the 
hemolytic;  serum  later  added. 

Th(*  reaction  thus  (h^pends,  in  principle,  intimately  upon  the  fact 
that  neither  antigen  ^  alone,  nor  amboceptor  (antibody)  alone,  can  fix 
compl(»ment,  but  that  this  fixation  is  carried  out  only  by  the  combina- 
tion of  antigen  plus  amboc(^ptor.  Any  specific  amboceptor  can  be  deter- 
mined by  this  method,  providcnl  the  homologous  or  stimulating  antigen 


'  liardi't  ami  Cicngmi,  Ann.  <ie  I'iast.  Pasteur,  xv,  1901. 
2  liordit  ami  Uay,  Ann.  de  I'iiist.  Pasteur,  xx,  19()6. 
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is  used;  and  vice  versa ^  by  the  use  of  a  known  antibody  a  suspected 
antigen  may  be  determined.. 

When  testing  immune  sera  for  amboceptors  given  rise  to  in  man  or 
animals  by  microorganisms  which  can  be  cultivated,  either  the  whole 
bacteria  or  extracts  of  the  bacteria  may  be  used  as  an  antigen. 

For  the  diagnosis  of  syphilis  by  this  method,  in  the  so-called  "  Wasser- 
mann  reaction,"  the  antigen  employed  was  originally  obtained  by  the 
extraction  of  syphilitic  organs,  in  which  free  syphilitic  antigens,  i.e., 
uncombined  products  of  Spirochete  pallida,  were  assumed  to  be  present. 
As  this  reaction  has  recently  become  prominent  and  has  proven  of  no 
inconsiderable  diagnostic  value,  the  technique  given  below  for  immune- 
body  determination  by  complement  fixation  will  be  that  utilized  in 
the  Wassermann  test  for  syphilis. 

The  reader  will,  however,  bear  in  mind  that  the  test  may  be 
applied  to  other  diseases  simply  by  the  substitution  of  the  suitable, 
specific  antigen.  Thus,  when  cultivatable  bacteria  are  used  as  antigens, 
Bordet  and  Gengou  make  use  of  a  thi(;k  salt-solution  emulsion  of  a 
twenty-four-hour  agar-slant  culture  of  the  microorganisms.  In  the 
case  of  the  tubercle  bacilli,  the-se  authors  emulsify  80  milligrams  of 
the  bacilli  in  1  c.c.  of  the  salt  solution.  Wassermann  and  Bruck,*  on 
the  other  hand,  prepare  their  bacterial  antigen  in  the  following  way: 
The  growths  of  about  ten  agar  slant  cultures  are  emulsified  in  10  c.c. 
of  sterile,  distilled  water.  This  emulsion  is  shaken  for  twenty-four 
hours  in  a  shaking  apparatus.  At  the  end  of  this  time  0.5  per  cent  of 
carbolic  acid  is  added  and  the  fluid  cleared  by  (^entrifugalization.  These 
antigens  become  slightly  weaker  during  the  first  ten  or  fourt-een  days, 
but  after  that  remain  fairly  con.stant.  F'or  the  determination  of  tuber- 
culosis antibody,  these  authoi-s  make  use  of  either  old  tuberculin 
or  the  new  tuberculins  "TR"  or  ''Bazillen  Emulsion." 

The  Wassermann  Test  for  the  Diagnosis  of  Ssrphilis.' — ^The  sub- 
stancres  for  th(i  test  are  the  following: 

I.  The  Anticfen, — In  their  original  experiments,  Wassennann  and 
his  collaborators  made  use  of  salt-solution  extracts  of  the  organs  (chiefly 
of  the  spleen)  of  a  syphilitic  fetus.  The  tissue  substance  was  cut  in- 
to small  pieces  and  to  one  part  by  weight  of  this  substance,  four  parts  of 
normal  salt  solution  and  0.5  per  cent  of  carbolic  acid  were  added.    This 

1  Wassermann  und  Brack,  Med.  Klinik.  55,  1905.  and  Deut.  mod.  Woch.,  xii, 
1906. 

»  Wassermann,  Neisser  und  Bruck%  Deut.  med.  Woch..  xix.  1906;  Wassermann, 
Netsser,  Bruck  und  SchucJU.  Zeit.  f.  Hyg.,  Iv,  1906. 
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mixture  was  shaken  in  a  shaking  apparatus  for  twenty-four  hours,  and 
after  this  the  coarser  particles  were  removed  by  centrifugalization. 
The  reddish  supernatant  fluid  was  used  as  the  antigen  and  could  be 
preserved  for  a  long  time  in  dark  bottles  in  the  ice  chest. 

Michaelis  ^  obtained  the  antigen  in  the  following  way:  The  liver  of 
a  syphilitic  fetus  was  preserved  in  a  frozen  state  and  from  time  to  time 
small  quantities  of  extract  were  prepared  for  the  purpose  of  obtaining 
antigen.  This  was  obtained  by  thoroughly  grinding  up  a  small  piece 
of  the  liver  in  a  mortar  and  adding  five  parts  of  salt  solution  and  about 
0.5  per  cent  of  carbolic  acid.  This  mixture  was  shaken  in  a  shaking 
apparatus  for  several  hours  and  was  then  aUowed  to  stand  at  a  tem- 
perature slightly  above  0®  C.  for  several  days.  Finally  it  was  cleared 
by  filtration  or  centrifugalization. 

Alcoholic  extracts  of  syphilitic  organs  have  been  used  by  a  number 
of  authors.  Porges  and  Meier '  extract  the  chopped-up  syphilitic  liver 
for  twenty-four  hours  with  five  times  the  volume  of  absolute  alcohol. 
This  is  then  filtered  through  paper  and  the  alcohol  evaporated  in  vacuo 
at  a  temperature  not  above  40®  C.  The  greenish  sticky  residue  should 
have  an  alkaline  or  neutral  reaction.  About  1  gram  of  this  material 
is  then  emulsified  in  100  c.c.  of  salt  solution  to  which  0.5  per  cent 
of  carbolic  acid  has  been  added.  The  fine  emulsion  which  results  is 
filt(»red  through  thin  paper  and  the  filtrate  used  as  the  antigen. 

Porges  and  Meier,  as  well  as  a  number  of  others,  have  discovered  that 
in  actual  practice  it  is  not  necessary  to  make  use  of  syphilitic  organs  in 
order  to  obtain  an  antigen  which  wiU  combine  with  syphilitic  immune 
body.  This  fact,  of  course,  has  thrown  much  suspicion  upon  the 
specificity  of  the  phenomenon.  In  practice,  however,  it  appears  as  a 
purely  empirical  fact  that  many  of  the  non-specific  antigens,  neverthe- 
less, give  reasonably  reliable  results.  The  authors  mentioned  above 
have  found  that  a  1  percent  emulsion  of  commercial  lecithin  (Kahlbaum) 
in  carbolized  salt  solution  furnishes  a  suitable  antigen.  This  has  not 
been  universally  confirmed.  The  same  authors  have  obtained  good 
results  by  extracting  a  normal  fetal  liver  by  alcohol  in  the  same  way  as 
they  extracted  the  syphilitic  organ.  Landsteiner,  Miiller,  and  Poetzl' 
have  successfully  employed  an  alcoholic  extract  of  the  heart  substance 
of  a  guinea-pig. 


»  Michaelis,  Berl.  klin.  Woch.,  1907. 

*  Porges  und  Meier,  Berl.  klin.  Woch.,  xv,  1908. 

'  lAindsteiner,  M idler  und  Poeizl,  Wien.  klin.  Woch.,  50,  1907. 
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Similar  alcoholic  extracts  of  normal  human  spleen  or  of  normal 
rabbit's  liver  may  be  employed.  Although  often  claimed  that  the  anti- 
gen in  such  extracts  is  furnished  by  the  lipoids,  as  a  matter  of  fact  it  is 
at  the  present  day  unknown  to  which  ingredient  the  immune-body 
binding  power  is  to  be  attributed. 

The  antigen  used  in  several  hundred  reactions  by  the  writers  with 
satisfactory  result  is  one  prepared  according  to  the  method  of 
Noguchi/  as  follows: 

Fresh  normal  liver  or  spleen  is  covered  and  thoroughly  macerated 
with  five  times  its  volume  of  absolute  alcohol.  This  is  allowed  to  extract 
in  the  incubator  for  six  to  eight  days,  being  thoroughly  stirred  up  at 
least  once  a  day.  It  is  then  pressed  through  cheese-cloth  and  filtered 
through  paper.  This  alcoholic  extract  is  evaporated  to  dryness  at  room 
temperature  with  the  aid  of  a  wind  fan.  The  sticky,  brownish  residue 
resulting  is  taken  up  in  a  small  quantity  of  etlier  and  the  solution 
poured  into  four  times  its  volume  of  C.  P.  acetone.  A  heav>'  flocculent 
precipitate  fonns  which  settles  to  the  bottom  as  a  sticky  brown  mass. 
This  is  retained  as  antigen  and  may  be  preserved  under  acetone.  The 
acetone-soluble  fraction  is  thrown  away.  For  use,  about  0.2  gram  of 
the  sticky  paste  is  dissolved  in  about  5  c.c.  of  ether  and  100  c.c.  of 
salt  solution  added.  This  is  shaken  until  the  ether  lias  evaporated. 
The  r(»sultant  antigen,  ready  for  use,  is  a  slightly  oprdescent  greenish 
fluid  from  which  nothing  settles  out  on  standing. 

Before  an  antigen  can  be  usenl  for  the  actual  test,  it  is  necessary  to 
determine  the  quantity  which  will  furnish  a  valid  result.  The  substances 
which  are  used  as  antigens  oiUm  have  the  power,  if  used  in  too  large 
quantity,  of  themselves  binding  complement.  It  is  noc(\ssar>^,  there- 
fore, to  determine  the  largest  quantity  of  each  giv(»n  antigen  which 
may  be  used  without  exerting  an  anti-complementary  action,  i.r.,  w^hich 
will  not  inhibit  in  the  presence  of  normal  serum  hut  which  will  at  the 
same  time  inhibit  hemolysis  when  syphilitic  serum  is  used.  This  is  done 
by  mixing  graded  quantities  of  the  antigen  with  a  constant  (quantity 
of  complement  (0.1  c.c.  of  fresh  guinea-pig  s(»runi),  in  duplicate  sets, 
adding  to  each  tube  of  one  set  0.2  c.c.  of  a  normal  senmi ,  and  to  the  other 
0.2  c.c.  of  a  known  syphilitic  serum.  These  substances  arc  allowed  to 
remain  together  for  one  hour  and  then  nnl  blood  corpuscles  and  inac- 
tivated hemolytic  serum  are  added.  The  quantity  which  has  given 
complete  inhibition  with  the  syphilitic  serum,  but  absolutely  no  inhibi- 


>  Noguchi,  Personal  coniinunicatiun. 
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tion  with  normal  serum,  is  the  one  to  be  employed  in  subsequent  re- 
actions. Before  actual  use,  it  is  convenient  to  make  a  dilution  of  antigen 
in  salt  solution  in  such  a  way  that  1  e.c.  shall  contain  the  amount  re- 
qiiin^d.  Thus  if  0.05  c.c.  is  wanted,  mix  0.5  c.c.  with  9.5  e.c.  salt  solu- 
tion.    Then  1  c.c.of  this  can  l>e  added  to  each  tube  in  the  test. 

II.  The  Hemolytic  Serum. — ^The  hemolytic  amboceptor,  for  the 
n^action,  is  obtahied  by  injecting  into  rabbits  the  washed  red  blood 
corpuscles  of  a  sheep.  A  5  per  cent  emulsion  of  the  corpuscles  is  made 
and  of  this  5  c.c,  10  c.c,  15  c.c,  etc.,  are  injected  at  intervals  of  five 
or  six  days.  Three  or  four  graded  injections  of  this  kind  are  usually 
sufhcient  to  furnish  a  serum  of  adequate  hemolytic  power.  The  injec- 
tions may  be  made  intraperitoneally  or  intravenously.  About  nine  or 
ton  days  after  the  last  injection  of  corpuscles,  the  rabbit  is  bled  from  the 
carotid  artery  and  the  serum  obtained  by  pipetting  it  from  the  clot. 

It  is  best  to  have  a  h(*molytic  serum  of  high  potency  in  order  that  the 
(juantitic^s  used  for  the  reaction  may  be  as  small  as  possible.  This  is 
(l(\sirable  because  of  the  fact  that  the  serum  may  contain  small  amounts 
of  precipitiiLs  for  sheep's  serum,  due  to  insufficient  washing  of  the  cor- 
puscl(\s  employed  in  the  immunization.  If  such  precipitins  should  be 
pr(\sent  in  any  quantity  in  the  serum  used  for  the  reaction,  precipitates 
might  be  fornuKl,  and  these,  as  we  know,  have  a  tendency  to  carry  down 
complement  from  a  mixture. 

While  the  (juantitative  relations  of  the  complement  and  antigen  in 
tli(*  Wassennann  reaction  an*  important,  they  are  vastly  more  so  in  the 
cas(^  of  th(*  hinnolytic  amboceptor.  For  the  actual  reaction  most 
ohs(MV(»rs  make  use  of  two  hemolytic  units.  A  hemolytic  unit  is  the 
quantity  of  inactivated  immune  serum  which,  in  the  presence  of  com- 
plement, suffices  to  cause  complete  hemolysis  in  1  c.c.  of  a  5  per  cent 
(MHulsion  of  wjished  blood  corpuscles.  Noguchi  *  has  pointed  out  very 
ch^irly  th(*  dangers  of  not  delicately  adjusting  the  quantity  of  ambo- 
ceptor used  in  the  reaction.  In  a  recent  communication  upon  the 
subjcH't,  he  has  called  attention  to  the  experiments  of  Morgenroth  and 
Saclis  ^  who  liav(^  shown  that  the  relationship  between  complement  and 
anibo(;eptor  necessary  for  hemolytic  reactions  is  one  of  inverse  propor- 
tions. To  state  it  moi-e  clearly,  in  their  own  words,  "in  the  presence  of 
larger  cjuantities  of  amlx)C(»j)tor,  smaller  quantities  of  complement  suf- 
fice,*'  and  vice  versa,     Noguchi,  in  his  work,  has  found  that,  while,  in  the 


'  NiXfiAchi,  Proc.  Soc.  for  lOxpor.  Biol,  ami  Med.,  VI.,  3,  1909. 

-'  Moryrtiroth  uiul  Sachs,  in  Khrlich's  "  (jesammelte  Arbeiten,"  etc.,  Berlin,  1904. 
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presence  of  one  unit  of  amboceptor,  0.1  c.c.  of  guinea-pig's  complement 
is  required  to  produce  hemolysis,  by  using  four,  eight,  and  twenty  units 
of  amboceptor,  complete  hemolysis  is  obtainable  with  one-third,  one- 
fifth,  and  one-tenth  of  the  0.1  c.c.  of  complement,  respectively.  For 
this  reason  an  excess  of  amboceptor  might  result  in  complete  hemolysis 
in  a  test,  if  a  small  fraction  of  the  complement  were  left  unfixed  by 
the  syphilitic  antibody.  Another  result  of  an  excess  of  amboceptor 
would  consist  in  a  partial  dissociation  of  the  complement  from  its  com- 
bination with  the  antigen-antibody  compound.  As  Noguchi  putvS  it, 
"a  quantity  of  syphilitic  antibody  just  sufficient  to  fix  0.1  c.c.  of  the 
complement  against  two  units  of  the  amboceptor  is  no  longer  efficient 
in  holding  bac^k  the  complement  from  partial  liberation  against  the 
influence  exerted  by  more  than  four  units  of  the  amboceptor." 

From  these  considerations  it  follows  that  the  serum  from  rabbits 
immunized  against  sheep  coipuscles  must,  in  each  case,  be  titrated  in 
order  to  determine  the  h(unolytic  unit.  For  this  purpose  a  number  of 
mixtures  are  made  in  test  tubes,  containing  each  0.1  c.c.  of  complement 
(fresh  guinea-pig  serum),  1  c.c.  of  a  5  per  cent  emulsion  of  sheep's  cor- 
puscles, and  diminishing  quantities  of  the  inactivated  liemolytic  serum, 
thus : 


.1  c.c.  of 
complement 

fresh 
guinea-pig 

serum. 


y  +  i 


\. 


1.   c.c. 
of  5  per 
C4»nt 
emul- 
Hion 
sheep's 
corpus- 
cles. 


N 


y  +i 


Inac- 
tivated 
hemo- 
lytic 
k.  senmi. 


^.01 
.009 
.(X)5 
.003 
.001 


c.c.  ^  complete    hemolysis. 

c.c.  =  complete    hemolysis. 

c.c.  =  complete    hemolysis. 

c.c.  =  complete*    hemolysis. 

c.c.  =  complete    hemolysis. 
.(XXX)  c.c.  =  partial  hemolysis. 
.0005  CO.  =  no  hemolysis. 
.(XX).S  c.c.  =--  no  hemolysis.^ 


In  the  given  case,  0.00 1  c.c.  of  the  serum  represents  one  unit,  and 
0.002  c.c,  two  units,  is  the  quantity  to  be  used  for  each  t(\st. 

III.  The  Complement. — ^The  complement  for  tlie  Wassennann  re- 
action is  used  in  the  form  of  fresh  guinea-pig  serum.  This  may  bo 
obtained  in  one  of  the  following  ways:  A  guinea-pig  may  he  killed  by 
an  incision  in  the  throat  and  the  blood  allow(»(l  to  How  into  a  largo 
Petri  dish.  This  is  set  away  in  the  ice  chest  until  clc^ar  beads  of  serum 
have  formed  upon  the  surface,  and  these  are  then  carc^fully  n^moved 
with  a  pipette.  The  writers  have  found  it  convenient,  Iiowc^vcm-,  to 
anesthetize  the  guinea-pigs,  then,  by  a  longitudinal  incision  into  tlie 


*  In  each  tube  the  volume  of  the  mixture  should  be  made  up  to  .'>  c.c.  with  0.S5 
per  cent  salt  solution. 
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nock  to  lay  bare  the  carotid  artery  and,  severing  this,  to  allow  the*  blood 
to  (low  into  a  sterile  centrifuge  tube.  When  clotting  has  occurnnl,  the 
clot  is  loos(jned  from  the  glass  with  a  platinum  neiMllc  and  the  serum 
separat(Hl  by  centrifugalization.  Such  serum  should  be  used  for  no 
longer  than  three  days  after  being  taken  and  should  be  kept,  except 
wh(»n  in  actual  use,  at  a  low  temperature.  The  complement  in 
guinea-pig  serum  is  sufficiently  constant  in  quantity  for  practical 
purposes. 

IV.  The  Sheep  Corpuscles, — ^Thc  sheep  corpuscles  for  the  actual 
reaction  are  obtained  by  receiving  the  blood  of  a  sheep  in  a  small  flask 
containing  a  st(Tile  solution  of  a  0.5  per  cent  sodium  citrate  and  0.85 
per  cent  sodium  chloride,  or  into  one  containing  glass  beads  or  short 
pieces  of  gh^ss  tubing.  In  the  former  case,  the  citrate  solution  prevents 
clotting  and  the  corpuscles  may  be  washed  free  from  the  citrate  solution 
and  emulsified  in  salt  solution  before  use  in  the  test.  In  the  latter  case, 
it  is  necessary-  to  shake  the  blood  in  the  flask  immediat<;ly  aftt>r  taking, 
and  to  continue  the  shaking  motion  for  about  ten  minutes.  At  the  end 
of  this  time,  the  blood  will  be  defibrinated  and  the  corpuscles  are  washed 
free  from  serum  by  centrifugalization  in  salt  solution.  A  5  p(T  cent 
emulsion  of  the  corpuscles  in  salt  solution  Ls  employed  for  the  ticst, 
made  by  measuring  the  bulk  of  centrifugalized  corpuscles  and  adding 
ninet<*en  parts  of  sterile  salt  solution.  Thorough  washing  of  the  cor- 
puscles is  essential  both  in  order  to  preclude  the  occurrence  of  pre- 
cipitates and  to  remove  any  traces  of  complement  present  in  the  serum. 

V.  The  Serum  to  be  Tested  for  Syphilitic  Antibody. — ^The  serum  of 
the  patient  upon  whom  the  test  is  to  be  made  is  b(»st  obtained  in  the 
same  way  that  blood  is  obtained  for  blood  cultures.  Aft(»r  surgical 
pr(»cautions  lus  to  sterilization,  a  needle  is  plunged  into  the  median 
basilic  vein  and  3  or  4  c.c.  of  blood  an?  removed.  Whenever  circum- 
stances do  not  jMTmit  such  procedun*,  blood  may  be  obtained  from  the 
fingcT  or  the  ear,  always  in  sufficient  quantity  to  furnish  at  least  1  c.c. 
of  clear  serum.  Befon?  use  for  the  test,  the  patient's  serum  must  be 
inactivated  by  heating  in  a  water  bath  to  50®  C.  for  twenty  minutes 
to  half  an  hour.  As,  according  to  some  observers,  50®  C.  destroys 
the  syphilitic  antibody  in  part,  Noguchi  advises  inactivation  at 
54°  C. 

The  Test. — ^The  actual  test  for  antibody  in  a  suspected  serum  is 
carried  out  in  the  following  way:  In  a  U\st-tube  of  suitable  size,  0.1  c.c. 
of  complement,  0.2  c.c.  of  the  inactivated  suspected  serum,  and  the 
antigen,  in  quantity  determined  by  titration,  are  mixed,  and  tho  total 
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volume  brought  up  to  3  c.c.  with  normal  salt  solution.  This  mixture  is 
thoroughly  shaken,  and  placed  for  one  hour  in  a  water  bath  or  in  the 
incubator  at  37.5®  C.  At  the  end  of  this  time,  there  is  added  1  c.c.  of 
a  5  per  cent  emulsion  of  sheep's  corpuscles,  and  two  units  of  hemoljrtic 
amboceptor,  determined  by  a  titration  of  the  inactivated  hemol^'tic 
rabbit  serum,  as  described  above.  This  mixture  is  again  placed  at  37.5** 
C.  for  one  to  two  hours.  If  the  antibody  is  present  in  the  suspected 
serum,  no  hemolysis  takes  place.     If  absent,  haimolysis  is  complete. 

No  test  is  of  use  unless  suitable  controls  are  made.  The  controls 
set  up  should  be  as  follows: 

Control  1.  For  each  serum  tested  the  mixture  described  above, 
omitting  antigen. 

Controls  2  and  3.  The  mixture  made  as  in  the  test  but  with  known 
syphilitic  serum  (2)  with  and  (3)  without  antigen. 

Controls  4  and  5.  The  mixture  made  as  in  the  test,  but  with 
normal  serum  (4)  with  and  (5)  without  antigen. 

Control  6.  Antigen  and  compl(»ment  alone,  left  together  for  an  hour 
before  the  addition  of  blood  cells  and  amboceptor  in  order  to  preclude 
the  possibility  of  the  antigen  itself  fixing  complement.  When  working 
with  a  well-controlled  antigen  this  control  may  be  omitted. 

Controls  7  and  8.  The  hemolytic  system,  complement,  blood  cells 
and  amboceptor,  set  up  in  order  to  show  that  the  system  is  in  working 
order  (7)  with  and  (8)  without  antigen.  It  is  convenient  to  set  the 
tubes  in  two  rows  in  a  rack,  the  front  row  containing  antigen,  the 
back  row  containing  the  same  mixture  without  antig(^n. 

In  a  positive  test,  the  test  itself,  and  Control  2,  alone,  should  show 
inhibited  hemolysis.  The  other  tubes  should  show  conii)l(»te  solution 
of  the  hemoglobin.      (See  scheme,  p.  259.) 

ModificatioiiB  of  the  Wassermann  Test. — Bauer's  Modification. — 
Bauer ^  utilizes  the  fact  that  nonnal  human  serum  contains  a  certain 
amount  of  hemolytic  amboceptor  for  sheep's  corpuscles.  In  c()nsequ(»nce 
he  omits  in  his  reaction  the  use  of  specifically  ininiuniz(Ml  hemolytic 
rabbit  serum.     In  carrying  out  the  test  he  uses  but  four  tubes: 

1.  Contains  0.1  c.c.  of  complement,  the  titrated  amount  of  antigen, 
and  0.2  c.c.  of  the  inac'tivated  serum  to  be  tested. 

2.  Contains  the  same  mixture  without  antigen. 

3.  Is  like  one,  except  that  normal  serum  is  substituted  for  tluit  of  the 
patient. 


»  Bauer,  Deut.  med.  Woch.,  xii,  1908,  and  Berl.  klin.  Woch.,  xvii,  1908. 
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4.  Ls  like  three,  except  that  antigen  is  omitted. 

If  this  modification  is  used  at  all  (and  its  value  is  by  no  means 
estahlislied) ,  a  fifth  control  should  be  added  in  which  known  syphilitic 
sc^runi  is  used. 

These  tubes  are  exposed  to  37.5®  C.  for  one  hour,  at  the  end  of  which 
time  1  c.c.  of  a  5  per  cent  emulsion  of  sheep's  corpuscles  are  added. 

If  the  test  is  positive,  tube  one  should  be  without  hemolysis,  as  well 
as  the  fifth  control  with  known  syphilitic  serum.     Tubes  two,  three. 


8c:hkme  for  wassermann  test. 

ADIPTED   TO    OUKilNAL    WAS8KRMANN    SYSTEM    AKTKR    SCHEME    OP    NOGUCHI. 
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O  =  test  tube. 

Place  in  wat^T  hat  h  at  40°  C.  for  one  hour,  then  add  to  all  tubes  red  blood  cells  and 
amboceptor.  'J'hese  an'  previously  mixe<I  so  that  2  c.c.  contains  the  equivalents  of 
1  c.c.  of  a  5  per  cent  emulsion  of  sheep  corpuscles  and  2  unit»  of  amboceptor.  Again 
expose  to  40°  C.  If  the  serum  tested  is  positive,  tubes  1  and  3  should  show  no 
hemolysis,  all  the  other  tubes  showing  complete  hemolysis  in  one  hour. 

1111(1  four,  on  tho  other  hand,  should  show  complete  hemolysis.  This 
modificatiou  of  th(>  Wiisserinann  test  has  not  found  universal  adoption 
and  is  little  used  at  present. 
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Noguchi*s  Modification. — Noguchi^has  much  simplified  the  test  by 
making  use  of  an  anti-human  hemolytic  amboceptor  instead  of  an  anti- 
sheep  amboceptor.  In  this  way,  he  avoids  the  necessity  of  procuring 
fresh  sheep  corpuscles  for  each  test  by  using  the  corpuscles  of  the  patient 
himself.  He  has  determined  empirically  that  human  serum  contains, 
normaUy,  no  amboceptor  active  against  the  human  red  corpuscles. 
This  fact  is  extremely  important  and  has  a  decided  advantage  over 
the  original  Wassermann  test,  in  that  in  any  reaction  in  which  sheep 
corpuscles  are  used  as  an  indicator  with  human  serum,  the  actual  amount 
of  hemolytic  amboceptor  used  in  the  test  is  uncertain.  For,  as  we  have 
mentioned  above,  human  serum,  normally,  may  contain  a  variable 
quantity  of  amboceptor  for  sheep  corpuscles.  In  Noguchi's  test,  there- 
fore, the  actual  quantity  of  amboceptor  is  exactly  known  by  previous 
titration.  The  hemolytic  amboceptor  for  Noguchi's  test  is  obtained  by 
four  or  five  injections  of  washed  human  corpuscles  into  rabbits.  These 
corpuscles  may  be  obtained  from  the  heart's  blood  at  aut-opsies,  or 
better,  if  possible,  from  placenta  at  childbirth.  The  unit  for  this 
amboceptor  is  obtained  by  titration  as  in  the  case  of  the  sheep-blood 
amboceptor  for  the  original  Wassermann  test.  In  setting  up  Noguchi's 
test,  the  following  substances  are  used: — 

(a)  Patient's  serum.  Obtained  in  small  glass  capsule.  About  2 
c.c.  should  be  taken. 

(6)  Complement.  Fresh  guinea-pig  serum:  0.1  c.c.  of  a  forty  per 
cent,  fresh,  guinea-pig  serum  in  salt  solution  is  used  in  the  tost.  Obtain 
by  adding  I  part  of  guinea-pig  serum  to  one  and  one-half  parts  of  salt 
solution. 

(c)  Antigen.  Substance  prepared  as  in  th<?  Wassermann  test  by 
extraction  of  syphilitic  or  normal  organ. 

id)  Human  corpascles.  Normal  corpuscles  or  those  of  the  patient 
himself  may  be  employed.  If  the  patient's  red  cc^lls  are  chosen,  these 
should  not  be  used  for  other  tests  than  that  on  the  patient's  own  serum  ; 
1  c.c.  of  a  one  per  cent  emulsion  of  washed  corpuscles  is  used  for  the 
test. 

(e)  Anti-human  amboceptor  prepared  by  tlie  injection  of  wiished 
human  corpuscles  into  rabbits  and  titrated  against  human  corpuscles. 
Two  units  are  used  in  the  test. 

The  test  itself  is  set  up  as  follows : 


» Noguchi.  Jour,  of  Exper.  Medicine,  1909. 


THE   TECHNIQUE  OF  SERUM   REACTIONS  271 

Tube  1.  1  drop  patient's  serum  -t-  complement  (.1  c.c.  of  40  per  cent  guinea- 
pig  senun  -t-  antigen. 

Tube  2.   1  drop  patient's  serum  -t-  complement  (no  antigen). 
Tube  3.  1  drop  known  syphilitic  serum  4-  complement  -t-  antigen. 
Tube  4.  1  drop  knovin  syphilitic  serum  4-  complement  (no  antigen). 
Tube  5.  I  drop  known  normal  serum  4-  complement  +  antigen. 
Tube  6.  1  drop  known  normal  serum  4-  complement  (no  antigen). 
Tube  7.  Complement  alone  (for  hemolytic  system  control). 

To  each  tube  then  add  1  c.c.  of  the  one  per  cent  emulsion  of  human 
corpuscles.  Shake  mixtures  thoroughly  and  incubate  or  place  in  water 
bath  at  38-40®  C.  for  one  hour.  Then  add  to  each  tube  two  units  of 
amboceptor  and  re{)Iace  in  water  bath  for  one  hour.  At  the  end  of  this 
time  in  a  positive  test  there  will  be  no  hemolysis  in  tubes  one  and  three 
while  all  the  other  tubes  will  show  hemolysis. 

Xoguchi  has  simplified  the  technique  of  complement  fixation 
furtluT  by  dr>'ing  measured  amounts  of  antigen  and  amboceptor  upon 
small  squar(\s  of  blotting  paper.  These  may  be  dropi)ed  into  the  tubes 
directly,  obviating  the  necjessity  of  preparing  fresh  dilutions  of  the  con- 
centrated substances  for  each  test.  The  substance^j  in  the  dried  state, 
moreover,  may  be  preserved  for  longer  periods  than  when  kept  in  the 
lifiuid  form. 

The  Determination  of  Antigen  by  Complement  Fixation. — ^The  prin- 
ciples underlying  the  preceding  tests  for  the  determination  of  sus- 
pected antibodies  may  be  equally  applied  to  the  determination  of 
suspi'ctcd  antigen.  In  the  former  case  it  was  necessary  to  bring  the 
serum  to  be  tested  into  contact  with  the  antigen  specific  for  the  suspected 
antibody,  in  the  presence  of  complem(»nt,  and  at  a  suitable  tempera- 
ture. At  the  end  of  an  hour  the  mixture  wiis  tested  for  free  comple 
ment  by  the  addition  of  hemolytic  amboceptor  and  red  blood  cells. 
In  testing  for  antigen,  the  procedure  is  reversed,  in  that  the  serum  or 
other  substance  (bacterial  extract)  to  be  tested  is  brought  into  contact 
with  an  antibody  specific  for  the  antigen,  in  the  presc^nce  of  complement; 
and  at  the  end  of  an  hour  at  suitable  temperatun>,  free  complement 
is  again  detennintHl  by  hemolytic  reaction  as  before. 

When  dealing  with  bacterial  antigen,  it  is  necessary,  therefoix^,  to 
prepare  a  highly  potent  immime  senim  against  the  bacteria  which 
contain  the  specific  antigen  which  is  sought. 

Thus  in  testing  for  typhoid-bacillus  antigen  in  the  serum  of  a  patient, 
the  substances  reciuired  ai*e  as  follows: 

1.  Complement:  obtained  from  fresh  guinea-pig  serum.  It  is  best 
to  titrate  the  complement  when  possible,  using  for  the  test  double  the 
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quantity  necessary  to  produce  complete  hemolysis  of  1  c.c.  of  a  five 
per  cent  emulsion  of  blood  cells,  in  the  presence  of  two  units  of  ambo- 
ceptor. When  titration  is  omitted  0.1  c.c.  may  be  used  in  routine  work, 
and  is  sufficiently  accurate. 

2.  Hemolytic  amboceptor:  rabbit  serum  hemolytic  for  sheep 
corpuscles.  Inactivated  and  titrated  as  for  Wasscmiann  test.  Two 
units  are  used  in  the  test. 

3.  A  five-per-cent  emulsion  of  sheep  corpuscles  in  salt  solution,  pre- 
pared as  for  Wassermann  test. 

4.  A  highly  potent  typhoid  antiserum  obtained  from  an  imnmnized 
rabbit.  In  this  case  the  smallest  quantity  of  the  immune  serum  which 
will  cause  the  fixation  of  complement  in  the  presence  of  an  emulsion  or  ex- 
tract of  typhoid  bacilli  is  determined  by  cxpcrinuiiit.  The  bacillary  cmul 
sion  is  prepared  by  scraping  the  growth  from  twenty-four-hour  agar  slant 
cultures,  drying  it,  and  macerating  in  a  mortar  with  salt  solution  until 
a  slightly  opalescent  emulsion  is  formed.  A  series  of  tubes  is  prepare* I 
into  each  of  which  is  placed  0.1  c.c.  of  the  emulsion  of  bacteria,  0.1  c.c. 
of  fresh  guinea-pig  serum,  as  complement,  and  gradually  diminishing 
quantities  of  the  inactivated  specific  immune  serum,  ranging  from  0.1  c.c. 
downward.  These  tubes  are  left  for  one  hour  at  3S°  to  40®  C,  and, 
following  this,  there  are  added  the  required  quantities  of  red  blood 
cells  and  hemolytic  immune  serum.  The  smallest  quantity  of  im- 
mune serum  which  has  completely  inhibited  hemolysis  is  the  unit 
and  a  quantity  slightly  greater  than  this  should  be  us(xl  in  the  actual 
test.^ 

5.  Serum  from  the  patient,  inactivated  at  50°  C.  for  twenty 
minutes. 

In  the  actual  test  a  scri(.»s  of  tubes  are  prepared  each  of  which  con- 
tains: 

1.  Complement,  the  determined  quantity  or  0.1  c.c. 

2.  Antiserum,  the  determined  ([uantity. 

3.  Diminishing  quantities  of  the  serum  to  be  tc^sted  for  antigen  b(»- 
ginning  with  1  c.c. 

Salt  solution  is  added  for  dilution  to  3  c.c. 

These  substances  are  left  together  at  40°  C.  for  one  hour  and  then 
the  required  quantities  of  amboceptor  and  red  c(41s  are  luldiMl.  The 
reaction  is  controlled  by  tubes  containing  the  same  ingredients  without 


>  Mailer,  "  Technik  d.  serodiagnos.  Methcxleii."  Jena,  1909;  Lcidkc,  "  Zur  Kennt- 
niss  d.  Komplemente,"  WUrzburg,  1908. 
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the  typhoid  antiserum.  In  a  positive  test  there  will  be  no  hemolysis 
in  the  tubes  containing  the  patient's  serum. 

Proteid  Differentiation  by  Complement  Fixation. — That  the  technique 
of  complement  fixation  was  applicable  to  the  determination  of  specific 
proteid  antigen — such  as  human  or  animal  blood — ^was  shown  by  Gen- 
gou  *  in  1902.  The  principles  worked  out  by  him  have  been  practically 
appHed  by  Neisser  and  Sachs  ^  and  others  to  the  forensic  differentiation 
of  animal  proteids  and  these  tests  are  said  to  be  more  delicate  and 
reliable  than  precipitation  tests  made  for  the  same  purpose. 

The  substances  necessary  for  the  reaction  are  as  follows: 

1.  Complement,  titrated  as  above. 

2.  Hemolytic  amboceptor  as  above. 

3.  A  fivc-per-cent  emulsion  of  sheep  corpuscles  as  above. 
1.  Specific  antiserum. 

This  is  obtained  from  a  rabbit  immunized  with  the  proteid  for  which 
the  test  is  to  be  made;  viz.:  human  or  animal  blood  serum.  This  must 
b(^  titrated.  In  order  to  do  this,  diminishing  quantities  of  the  antiserum 
iir(»  mix(»cl  in  a  seri(\s  of  tubers  with  the  determined  quantity  of  comple- 
ment, and  the  antigen  which  is  to  be  tested  for,  i.e.,  the  homologous 
serum  with  which  the  antiserum  has  been  produced.  Since  the  test 
should  be  sufficiently  delicate  to  determine  0.0001  c.c.  of  the  antigen, 
this  cjuantity  is  added  to  each  tube.  The  actual  titration  is  as 
follows:^ 

1.  Antisonini.  lUKliliitcii       .1    +  homologous  senim  .0001  +  complement. 

2.  Antiseriiiii  (iiliit^si  hy  10  .75  +  homologous  serum  .0001  4-  complement. 
:^.  Antiserum  dilute*!  hy  10  .75  -f  homologous  serum  .0001  4-  complement. 

4.  Antiserum  diluted  by  10  .3    +  homologous  serum  .0001  +  complement. 

etc.,  do'wn  to  .1 

These  tub(\s  are  incubated  for  one  hour  and  hemolytics  amboceptor 
aii<l  red  blood  cells  are  added.  The  smallest  quantity  of  antiserum 
which  has  completely  inhibited  hemolysis  is  the  "  unit "  and  one  and  a 
half  to  two  times  this  quantity  is  used  for  the  test. 

5.  A  solution  of  the  blood  spot  or  other  material  to  be  tested  pre- 
pared as  for  precipitin  test.     (See  page  254.) 


»  Gengou,  Ann.  de  I'inst.  Pasteur,  1902. 

3  Netsser  und  Sachs.  Berl.  klin.  Woch.,  1905  and  1906.      See  also  Citron,  in  Kraus 
and  I^vaditi  "  llandhuch,"  etc. 
^Citron,  loc.  eit. 
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For  the  actual  test  the  following  mixtures  are  made  in  a  series  of 
tubes,  each  of  which  contains: 

1.  Complement )  ...     ,  ^       .      .  »     ^.^    .. 

.     .  >  quantity  determmed  by  titration. 

3.  Diminishing  quantities  of  the  substance  in  which  the  antigen  is  suspected, 
ranging  from  0.1  c.c.  downward  to  0.0001  c.c. 

Salt  solution  is  added  as  a  diluent  up  to  3  c.c.  and  the  tubes  are 
placed  in  the  incubator  or  water-bath  at  37.5®  to  40®  C.  At  the  end 
of  this  time  red  blood  cells  and  amboceptor  are  added  as  before. 

The  tubes  are  controlled  by  a  series  containing  all  the  above  ingredi- 
ents except  the  antiserum. 


CHAITKR  XVII 


PHAGOCYTOSIS 


The  studies  on  immunity  which  we  have  outlined  in  the  preceding 
secjtions  have  dealt  entirely  with  the  phenomena  occurring  in  the  re- 
action between  bacteria  or  bacterial  products  and  the  body  fluids.  These 
studies,  we  have  seen,  have  formed  the  basis  of  a  theoretical  conception 
of  immunity  formulated  chiefly  by  the  German  school  of  bacteriologists 
under  the  leadership  of  Ehrlich,  PfeifTer,  Kruse,  and  others.  ParaUel 
with  these  developments,  however,  investigations  on  immunity  have 
b(»en  carried  on  which  have  brought  to  light  many  important  facts  con- 
r(»rning  the  participation  of  the  cellular  elements  of  the  body  in  its 
resistance  to  infectious  germs. 

The  inspiration  for  this  work  and  the  greater  part  of  the  theoretical 
considerations  which  have  been  based  upon  it  have  emanated  from 
MetchnikofT*  and  his  numerous  pupils  at  the  Pasteur  Institute  in  Paris. 
The  phenomenon  which  these  observers  have  studied  in  great  detail 
and  upon  the  occurrence  of  which  they  have  based  their  conceptions  of 
immunity,  is  known  as  phagocytosis. 

It  is  well  known  that  among  the  lowest  unicellular  animals  the 
nutritive  process  consists  in  the  ingestion  of  minute  particles  of  organic 
matter  by  the  cell.  The  rhizopods,  which  may  be  found  and  studied 
in  water  from  stagnant  pools  or  infusions,  when  observed  under  the 
microscope,  may  be  seen  to  send  out  short  protoplasmic  processes,  the 
pseudopodia,  by  means  of  which  they  gradually  flow  about  any  foreign 
particle  with  which  they  come  in  contact.  If  the  ingested  particle  is 
of  an  inorganic  nature  and  indigestible,  it  will  be  again  extruded  after  a 
varying  pt^riod.  If,  however,  the  ingested  substance  is  of  a  nature  which 
can  be  utilized  in  the  nutrition  of  the  protozoon,  it  is  rapidly  surrounded 
by  a  small  vacuole  within  which  it  is  gradually  dissolved  and  becomes  a 
part  of  the  cellular  protoplasm.  This  digestion  within  the  unicellular 
organism  is  probably  due  to  a  proteolytic  enzjTne'  which  acts  in  the 


Metchnihoff,  "  L'Immunitd  dans  les  maladies  infectueuaes. " 
» Mouton,  Ann.  de  Tinst.  Pasteur,  xvi,  1902. 
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presence  of  a  weakly  alkaline  reaction.  This  has  been  shown  by  the 
actual  extraction,  from  amebae,  of  a  trypsin-like  ferment. 

As  we  proceed  higher  in  the  scale  of  the  animal  kingdom,  we  find  that 
this  power  of  intracellular  digestion,  while  not  uniformly  an  attribute  of 
all  the  body  cells,  is  still  well  developed  and  a  necessary  physiological 
function  of  certain  cells  which  have  retained  primitive  characters.  In 
animals  like  the  ccrlenterata,  in  which  there  are  two  cell  layers,  an 
entoderm  and  an  ectoderm,  the  ectodermal  cells  have  lost  the  pK)wer  of 
intracellular  digestion,  while  the  entodermal  cells  are  still  able  to  ingest 
and  digest  suitable  foreign  particles.  It  is  only  as  we  proceed  to  animals 
of  a  much  higher  organization  that  the  function  of  cell  ingestion  of  crude 
food  is  entirely  removed  from  the  process  of  general  nutrition.  Never- 
theless, in  these  animals  also,  the  ac^tual  cell  ingestion  of  foreign  particles 
occurs,  but  it  is  now  limited  entirely  to  a  definite  group  of  cells.  In  the 
higher  animals  and  in  man,  this  function  of  phagoc>i^osis  is  limited 
to  the  white  blood  cells  of  the  circulation,  or  leucocytes,  to  certain  large 
endothelial  cells  lining  the  serous  cavities  and  blood-vessels,  and  to  cells 
of  a  rather  obscure  origin  which  contribute  to  the  formation  of  giant 
cells  within  the  tissues.  A  convenient  division  of  these  phagocytic  cells 
is  that  into  "wandering  cells"  and  "fixed  cells.''  The  wandering  cells 
are  the  polymorphonuclear  leucocytes,  culled  "  microphagcs "  by 
MetchnikofiF,  and  certain  large  mononuclear  elements  or  "  macrophages." 
Fixed  cells,  also  called  mactrophages  by  MetchnikofT  jind  possessing  the 
power  of  ameboid  motion,  include  th(»  (^ells  lining  the  serous  cavities, 
and  the  blood  and  lymph  spaces.  The  small  lymphocytes,  so  far  as  we 
know,  have  no  phagocytic  functions. 

In  studying  the  cellular  activities  which  conies  into  play  whenever 
foreign  material  of  any  d(\scription  gains  entrance  into  the  animal  body, 
a  definite  Reaction  on  the  part  of  the  phagocytic  c(»lls  may  be  observed. 
When  we  inject  into  the  peritoneal  cavity  of  a  guinea-pig  a  small  quan- 
tity of  nutrient  broth,  and  examine  the  exudate  within  the  cavity  from 
time  to  time,  we  can  observe  at  first  a  diminution  from  the  normal  of 
th(*  cells  present  in  the  peritoneal  fluid.  This  may  be  due  either  to  an 
injury-  of  the  leucocji^es  by  the  injected  substance,  or  to  an  actual  repel- 
lent mfluence  which  the  injected  foreign  material  ex(»rts  upon  the  wan- 
dering cells.*  Ver^"  soon  after  this,  however,  the*  exudate  becomes  ex- 
tremely rich  in  leucocytes,  chiefly  of  the  polymorphonucl(»ar  variety,  the 
maximum  of  the  reaction  being  reached  about  eiglit(HMi  to  twenty-four 
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hours  after  the  injection,  .\fter  this,  there  is  a  gradual  diminution  in 
the  leucocytic  elements  until  the  fluid  in  the  peritoneal  cavity  again 
reaches  its  normal  condition.  It  is  plain,  therefore,  that  the  presence 
of  the  foreign  material  in  the  peritoneal  cavity  has,  after  a  primary 
repellent  action  upon  the  phagoc>i,es,  attracted  them  in  large  numbers 
to  the  site  of  the  foreign  substance.  Such  repelling  or  attracting  in- 
fluences upon  the  leucocytes  are  spoken  of  as  negative  or  positive 
chemotaxis.  The  reasons  for  chcmotaxis  are  not  well  undei'stood.  In 
the  case  of  bacteria,  which  chicjfly  interest  us  in  the  present  connection, 
chemotactic  attraction  or  repulsion  is  intimately  dependent  upon  the 
nature  of  the  microorganism,  and  ver}'  probably  has  a  definite  relation- 
ship to  its  virulence.  Whether  or  not  the  principles  of  chemotaxis  may 
serve  to  explain  the  h\T)o-  and  hyper-leucocytoses,  observed  and  diag- 
nostically  utilized  in  clinical  medicine,  is  by  no  means  positive.  It  is 
likely,  however,  that  the  two  phenomena  are  closely  associated.  Leva- 
(liti  ^  believed  that  he  obtained  some  evidence  that  negative  chemotaxis 
nuiy  take  place  within  the  blood-vessc^ls  wh(m  he  noticed  that  the  intra- 
venous injection  of  cholera  spirilla  into  immunized  guinea-pigs  resulted 
in  an  inmiediate  disappearance  of  leucocytes  from  the  circulating  blood, 
and  their  accunmlation  in  the  internal  organs.  On  the  other  hand,  this 
may  possibly  be  more  logically  explained  by  a  concentration  of  both 
i)act(Mia  and  Icnicocytes  in  the  capillar}^  system  of  such  an  organ  as  the 
livcM*,  ik<  it  is  known  that  injected  bacteria  rapidly  disappear  from  the 
<?:i'neral  circulation,  but  may  be  demonstrated  in  the  various  organs  for 
some  time  after  injection. 

\V(»  have  s(»en,  therefore,  that  the  invasion  of  the  animal  body  by 
funngn  matcTial,  living  or  dead,  is  followed  by  a  prompt  response  on  the 
part  of  the  phagocytic  cc^lls.  In  th(»  Ciise  of  bacteria,  when  these  are 
deposit (hI  in  the  subcutaneous  areolar  tissues,  the  inflammatory  redaction 
which  follows  brings  with  it  an  emigration  of  microphages  (polynuclear 
leucoc'vtes)  from  the*  bloo(l-v(»ss(4s — and  thes(»  are  the  so-call(^d  pus 
cells.  When  the  injection  of  bact(»ria  is  intraperitoneal,  after  a  primary 
diminution,  there  is  an  increas(»  of  leucocytes  in  the  peritoneal  cavity 
which  soon  results  in  the  fonnation  of  a  copious  turbid  exudate.  If  the 
pus  of  an  abscess  or  the  exudate  from  an  infected  peritoneum  is  ex- 
amined microscopically,  it  will  be  seen  that  many  of  the  microphages 
have  taken  bact(»ria  into  their  cytoplasm.  That  fully  virulent  living 
bacteria  can  be  so  taken  up  luus  been  variously  provc^n.     The  phago- 
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cytosis  is,  therefore,  not  simply  a  removal  of  the  dead  bodies  of  bacteria 
previously  killed  by  the  body-fluids,  but  represents  an  actual  attack  upon 
living  and  fully  virulent  microorganisms.  That  the  ingested  bacteria  are 
often  alive  after  ingestion  is  provecl  by  the  fact  that  the  injection  of  exu- 
date containing,  so  far  as  can  be  determined,  only  intracellular  bacteria, 
has,  in  several  instances,  been  found  to  give  rise  to  infection. 

After  the  bacteria  have  remained  for  some  time  within  the  cytoplasm 
of  the  leucocyte,  vacuoles  may  be  seen  to  form  about  them,  similar  to 
those  mentioned  in  discussing  the  digestive  processes  of  amebse.  If  the 
preparations  are,  at  this  stage  or  later,  stained  with  a  one-per-cont 
solution  of  neutral  red,  it  will  be  found  that  the  bacteria,  colorless  under 
normal  conditions,  will  be  stained  pink,  an  evidence  of  their  beginning 
disintegration.  At  a  lat(»r  stage  in  the  process  of  intracellular  digestion, 
the  bacteria  will  lose  their  form,  and  appear  swollen,  granular,  and 
vacuolated,  and  finally  will  b(j  no  longer  distinguishable.  If,  on  the 
other  hand,  the  ingestion  of  bacteria  brings  about  the  death  of  a  leucocyte, 
the  neutral  red  will  not  stain  the  bacteria,  the  digestive  vacuoles  will  not 
form,  and  the  leucocyte  itself  will  disintegrate. 

It  must  not  be  forgotten,  however,  that  not  all  microorganisms  are 
equally  susceptible  to  phagocytosis.  Some  may  n^sist  ingestion  more 
energetically  than  others  by  agencies  not  fully  understood.  Others 
again,  Uke  the  tulxTcle  bacillus  and  the  anthrax  bacillus  for  instance, 
may,  after  ingestion,  oppose  great  difficulties  to  intracellular  digestion. 

To  a  certain  extent,  moreover,  the  variety  of  the  bacterium  deter- 
mines the  variety  of  phagocyte  attractcnl  to  the  point  of  invasion.  In 
the  cas(^  of  most  of  the  bacteria  of  acut(»  diseases,  the  microphages  or 
polymorphonuclear  leucocytc^s  arc^  the  ones  upon  which  the  brunt  of 
the  battle*  devolves.  Other  invaders,  like*  the  Hacilhis  tuberculosis, 
bla.stomyces,  and  others,  find  themselves  opposed  chiefly  by  the  macro- 
phages. C/clls  of  animal  origin,  such  ius  the  dead  or  injunnl  cells  of  the 
animals*  own  body  or  the  cells  of  other  aninuils  artificially  introduce<i, 
are  ingested  by  macrophag(»s.  This  is  tnw  also  of  many  parasites  of 
animal  nature. 

It  is  clear,  thus,  that  the  process  of  phagocytosis  is  a  universal  re- 
sponse on  the  part  of  the  body  to  the  invasion  of  foreign  particles  of 
dead  material,  of  alien  cells,  and  of  living  microorganisms.  It  remains 
to  l)e  shown  upon  what  basis  this  process  may  be  regarded  as  an  essential 
feature  in  protecting  the  body  against  infection. 

The  numerous  n'searches  of  MetchnikofT  have  brought  out  the 
important  fact  that  phagocytosis  is  regularly  more  active  in  cases  in 
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which  the  infected  animal  or  human  being  eventually  recovers.  In 
animals,  furthermore,  which  show  a  high  natural  resistance  against  any 
given  microorganism,  phagocytosis  is  decidedly  more  energetic  than  it 
is  in  animals  more  susceptible  to  the  same  incitant.  Thus,  experiment- 
ing with  anthrax  infection  in  rats,  Metchnikoflf  was  able  to  show  that,  in 
lh(\se  animals,  a  decidedly  more  rapid  and  extensive  phagocytosis  of 
anthrax  bacilli  takes  place  than  in  rabbits  and  guinea-pigs  and  other 
animals  which  are  delicately  .susceptible  to  this  infection.  While 
different  interpn^tations  have  been  attached  to  this  phenomenon,  its 
actual  occurr(»nce  may  be  accepted  as  a  proven  fact. 

In  his  later  investigations,  furthermore,  Metchnikoflf  was  able  to 
show  that  a  direct  parallelism  existed  between  the  development  of 
inununity  in  an  artificially  immunized  animal  and  the  phagocytic  powers 
of  its  white  cells.  He  showed  that  rabbits  artificially  immunized  to 
anthrax ,  responded  to  anthrax  infection  by  a  far  more  active  phagocy- 
tosis than  did  nonnal,  fully  susceptible  animals  of  the  same  species. 

It  is  quite  imi)ossible,  in  the  space  allotted,  to  recount  the  many 
similar  experiments  by  which  the  accuracy  of  these  observations  has  been 
confimied.  While  few  bac^teriologists  at  the  present  day  harbor  any 
doubt  as  to  the  truth  of  these  contentions,  the  fundamental  diflfercnces 
]ietw(»en  the  conclusions  drawn  from  these  various  phenomena  by  the 
school  of  Metchnikoff  and  by  that  of  the  German  workers  may  be 
clearly  stated  as  follow^s:  Metchnikoflf  believes  that  phagocytosis  is 
tlu^  cardinal  factor  which  detennines  immunity,  while  Pfeiffer  and 
others  maintain  that  the  determining  factors  upon  which  recovery  or 
lethal  outcome  d(»pen(ls,  lie  in  the  fluids  of  the  body,  the  serous  exudate 
and  its  cont(»nts  of  immune  boily  and  complement,  while  the  phagocy- 
tosis occurring  coincident ly,  is  merely  a  means  of  removal  of  the  bacteria 
after  the  outcome  has  already  Ix^en  decided. 

In  the  further  developments  of  his  theory,  Metchnikoff  has  claimeil 
that  the  inmiune  body  and  complement — the  presence  of  which  in 
blood  serum  and  exudates  he  by  no  means  overlooLs — are  derivatives 
of  the  leucocvtes. 

The  inmume  body  or  "fixator,"  as  Metchnikoff  has  named  it,  has 
been  shown  by  Wiissemiann  and  Takaki*  to  be  most  plentiful  in  the 
spl(»en,  lymph  nodes,  and  ])one  marrow  of  animals — all  of  them  organs  in 
which  large  collections  of  leucocytic  elements  are  found.  Metchnikoflf's 
opinions  as  to  the  leucocytic  origin  of  the  complement,  or  "cytase," 


>  Waaserffutnn  und  Takaki,  B<*rl.  klin.  Woch.,  1898. 
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have  found  support  in  the  experiments  of  Levaditi/  who  was  able  to 
demonstrate  the  absence  of  complement  in  blood  plasma, — i.e.,  where  no 
destruction  of  leucocytes  had  taken  place — and  in  those  of  Cantacuz^ne," 
who  showed  that  cholera-immune  guinea-pigs  would  succumb  to  intra- 
peritoneal injection  of  these  bacteria  when  the  diapedesis  of  leucocytes 
had  been  prevented  by  the  administration  of  opiiun. 

The  chapter  of  phagocytosis  in  its  relation  to  bacterial  inmiunity  Is 
by  no  means  dosc^d.  The  problems  involved  in  it  an»  intricate  and  will 
rcquire  much  further  study.  The  subsequent  sections  upon  opsonins, 
aggrossins,  and  upon  leucocyte  extract,  incorporate  the  more  recent 
studios  which  may  be  said  to  have  followed  logically  in  the  footsteps 
of  MetchnikofT's  w^ork. 


>  Lemditi,  Presw  nuVl.,  1900. 

«  CanUicuzhWf  Ann.  cle  Tinst.  Pastour,  1S97 


CHAPTER  XVIII 

OPSONINS,  Li:iTCOC\TE   EXTRACT,    AND    AGGREaSINS 

OPSONINS 

ALTHough  the  theories  of  immunity  are,  as  we  have  stated,  generally 
(classified  as  the  humoral  and  the  cellular  or  phagocytic  theories,  the 
separation  has  never,  even  in  the  minds  of  the  warmest  partisans,  been 
iin  absolute  one.  Thus,  Buchner  and  his  successors  looked  for  the 
origin,  first,  of  alexin,  then  of  complement,  in  the  leucocytes,  and 
Metchnikoff  attributed  to  immune  serum  the  quality  of  stimulating  the 
leucocytes  (stlmulins)  to  increased  phagocytosis.  The  serum,  accord- 
ing to  Metchnikoff,  acted,  not  directly  upon  the  bacteria,  in  the  nature 
of  bactiTicidal  or  lytic  substances,  but  rather  upon  the  leucocytes,  pre- 
paring or  arming  these  for  the  fray.  Denys  and  Leclef  *  were  the  first 
definitely  to  oppose  this  view.  These  authors,  on  the  basis  of  ex. 
pcriments  done  upon  streptococcus  immunity  in  rabbits,  came  to  the 
conclusion  that  the  serum  aided  phagocytosis  rather  by  its  action  upon 
the  bacteria  than  by  its  influence  upon  the  leucocytes. 

Wright^  in  1903  and  19()4  undertook  a  systematic  study  of  the  re- 
lation of  the  blood  s(»rum  to  phagocytosis,  in  a  series  of  careful  experi- 
ments. Using  his  own  modifications  of  the  technique  of  Leishman,' 
he  first  detemiined  the  diivct  dependence  of  phagocytosis  upon  some 
suljstance  contained  in  the  blood  serum.  He  further  proved  conclu- 
sively that  this  serum  component  acts  upon  the  bacteria  directly  and 
not  upon  the  leucocytes,  is  bound  by  the  bacteria,  and  renders  them 
subject  to  phagocytosis.  The  presence  of  these  substances  in  sera, 
furthennon*,  which  appear  entirely  free  from  bactericidal  or  lytic 
bodies,  and  the  thermolabile  character  of  the  substances  (60°  for  ten 
or  fifteen  minutes  destroys  them)  seemed  to  exclude  their  identity 
with  the  immune  bodies  of  other  authors. 


>  I)e7u/s  et  LeA^lef,  La  cellule,  xi,  1895. 

2  Wright  and  Douglas,  Proc.  Royal  »Soc.  London,  Ixxii,  1904. 
^ Leishmari,  Hrit.  Mrd.  J(jar.,  i,  1902. 
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Because  of  their  action  in  preparing  the  bacteria  for  ingestion  by  the 
leucocytes,  he  named  these  bodies  "  opsonins  "  (oi/'toviw^  to  prepare  food). 

Neufeld  and  Rimpau*  soon  after,  and  independently  of  Wright, 
described  similar  substances  in  the  blood  serum  of  streptococcus  and 
pneumococcus  immune  animals,  which  they  called  bacteriotropins. 
Because  of  their  greater  thermostability  it  is  not  yet  possible  to  identify 
these  bacteriotropins  absolutely  with  the  opsonins. 

The  importance  of  these  opsonic  substances  in  immunity  was  shown 
by  Wright  *  in  a  series  of  experiments  in  which  he  determined  that  in 
persons  ill  with  staphylococcus  or  tubercle-bacillus  infections,  the  phago- 
cytic powers  were  relatively  diminished  toward  these  microorganisms, 
but  could  be  sj^ecifically  increased  upon  active  immunization  with  dead 
bacteria  or  bacterial  products. 

The  results  of  Wright  have  been  confirmed  and  elaborated  by  nu- 
merous workers. 

The  diminished  power  of  leucocytes  to  take  up  bacteria  without  the 
co-operation  of  serum  was  demonstrated,  after  Wright,  by  Hektotm  and 
Ruediger,'  who  worked  with  gradually  increasing  dilutions  of  serum. 
The  contention  of  the  Wright  school,  however,  that  leucocytes  are  en- 
tirely imix)tent  for  phagocytosis  without  the  aid  of  scrum,  can  not  be 
regarded  as  proven,  in  face  of  the  work  of  liC)hlein  *  and  others  who 
have  observed  phagocytosis  on  the  part  of  washed  leucocytes. 

The  specificity  of  opsonins  and  th(?ir  multiplicity  in  a  given  serum 
were  shown  mainly  by  the  work  of  Bullock  and  Atkin,*  Hektoen  and 
Ruediger,'*  and  Bullock  and  Western.^  Thes(*  authors  showed  that  the 
opsonic  substances  in  sera  could  ho.  absorbed  out  of  the  sera,  one  by  one, 
by  treatment  with  various  ap<»cies  of  bact(»ria,  a  procodun*.  analogous  to 
the  method  of  absorption  used  in  th(»  study  of  agglutinins. 

The  increase  of  phagocytic  powc^-  demonstrat^cl  by  Wright  in  immune 
sera  naturally  led  to  the  question  whether  this  dc^pended  merely  upon 
an  increase  of  the*  normal  opsonins  or  whether  th(^  n(^wly  foimed  immune 
opsonins  were  entirely  different  substances.  Th(*  gn^ater  thermosta- 
bility of  the  opsonins  in  immune  sera  seemed,  at  first,  to  support  the 


»  Ntmfeld  imd  Rimjxiy,  Deut.  mod.  Woch.,  xl,  1904. 
^  Wri<fhi  and  Douglas,  Proc.  Roy.  Soc,  Ixjndon,  Ixxiv,  1905 
«  Hektoen  and  Ruediger,  Jour.  Inf.  Dis.,  ii,  1905. 
<  Liihlein,  Ann.  de  Tinst.  Pasteur,  1905  and  1900. 
•»  Bullock  and  Atkin,  Proc.  Roy.  Soc.,  London,  Ixxiv,  1905. 
•  Hektoen  and  Ruediger,  loc.  cit. 
'  Bullock  and  WesUrn,  Proc.  Roy.  Soc.,  loc.  cit. 


OPSONINS  283 

latter  view.  Dean/  however,  showed  that  not  all  of  the  normal  opsonins 
are  thcrmolabile  and  that,  by  absorption  experiments,  bacteria  treated 
with  normal  seia  could  be  prevented  from  taking  up  opsonins  from 
immune  sera.  These  facts  seem  to  point  strongly  toward  the  identity  of 
normal  and  immune  opsonic  substances. 

Further  study  of  the  opsonins  has  led  to  numerous  other  questions 
regarding  their  structure,  their  relation  to  other  immune  bodies,  etc., 
which  are  largely  still  in  the  stage  of  controversy,  and  for  which  the 
original  monographs  must  be  consulted. 

The  controversial  questions  may  be  briefly  reviewed  as  follows: 

As  stated  above,  Wright  believed  originally  that  the  bodies  dis- 
covered by  him  in  normal  sera,  the  "normal  opsonins,"  in  other  words, 
were  distinct  bodies  that  could  not  be  identified  with  either  the  comple- 
ment or  antibodies  present  in  serum.  Neufeld  and  Hiine,'  Levaditi  and 
Inmann,'  and  others,  on  the  other  hand,  maintain  that  the  opsonic 
action  of  nonnal  serum,  at  least,  is  intimately  related  to  the  complement 
contents  of  such  serum. 

They  base  this  contention  not  only  upon  the  thermolability  of  normal 
opsonins,  but  also  upon  the  fact  that  opsonin  may  be  removed  from 
normal  senim  at  the  same  time  as  complement  by  the  method  of  com- 
plement fixation,  detailed  in  another  section  (see  pp.  245  and  2G1).* 

The  contention  of  Wright  that  the  thermostable  opsonic  substances 
of  immune  serum  arc  distinct  bodies,  not  identical  with  the  ambocep- 
tors, is  supported  by  the  work  of  Hektoen,*  Neufeld  and  Topfer,* 
and  others.  The  problem,  however,  can  by  no  means  be  n^garded  as 
finally  scuttled,  since  other  workers,  notably  Levaditi,  are  inclined  to 
identify  the  immune  opsonins  with  lytic  amboceptors. 

As  to  the  structure  of  the  opsonic  substances,  moreover,  dif- 
ferences of  opinion  still  exist.  Hektoc^n  and  Ruediger  ^  who  have 
investigated  the  question  attribute  to  opsonins  a  complex  constitution. 
They  believe  them  to  possess  a  thennostable  haptophore  group 
and  a  thermohibile  ''opsonophore**  group  and  that  heating  l)eyond 
a   definite    temperature    converts    the    opsonins    into    opsonoids    by 


»  Dean,  Proc.  Roy.  Soc,  Ix)n(lon,  Ixxvi,  1905. 

^  Neufeld  and  Hfine,  Arh.  a.  d.  kais.  GeHundheitAumt.  xxv. 

»  Ijevculiti  and  Inrnann,  Compt.  rend,  de  la  soc.  de  biol.,  62,  1907. 

*  LevfuHtiy  Presae  niiklicale,  70,  1907. 

*  IIekt/»en,  Jour,  of  Inf.  Dis..  iii,  1906. 

*  Neufeld  iind  Topfer,  Cent.  f.  Bakt..  xxxviii,  1905. 
'  Hektoen  and  Riiediger,  Jour,  of  Inf.  Dis.,  ii,  1905. 
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destruction  or  alteration  of  the  "  opsonophoi-e "  group.  This  view  is 
not  shared  by  all  workers  and  has  been  disputed  by  Bullock  and  Atkin.* 
The  Technique  of  Wright. — The  three  factors  necessar>'  for  the  per- 
formance of  an  opsonic  test  are  (1)  the  blood  serum  to  be  tested;  (2) 
an  even  emulsion  of  bacteria,  and  (3)  leucocytes. 

(1)  Blood  serum  is  obtained  by  bleeding  from  the  finger  and  receiving 
the  blood  into  glass  capsules  (Fig.  G(J).  These  are  sealed  at  both  ends; 
the  blood  is  allowed  to  clot;  and  the  separation  of  serum  is  hastened  by 
a  few  revolutions  of  a  centrifuge. 

(2)  The  bacterial  emulsion  is  obtained  by  rubbing  up  a  few 
loopfuls  of  a  twenty-four-hour  slant  agar  culture  with  a  little  physio- 
logical salt  solution  (0.85  per  cent)  in  a  watch  glass.     A  very  small 

amount  of  salt  solution  is  iLsed  at  first 

and  more*  is  gradually  added,  drop  by 

drop,  as  th(»  (»mulsion  becomes  more 

even.     The  final  bn^aking  up  of  the 

.     small(»r  clumps  is  b(*st  accomplished  by 

^^     ,„         .     ^  cutting  off  v(»iT  sciuarely  the  end  of  a 

rra.   66. — Wrights    Capsule    for  ...  .     '  ,     . 

Collecting  Blood.  capillary    pipette,   placing   it   peri>en- 

dicularly  against  th<^  bottom  of  the 
watch  glass,  and  sucking  the  (^mulsion  in  and  out  through  the  narrow 
chink  thus  formed.     (Fig.  ()7.) 

Emulsions  of  tubercle  bacilli  are  more  difficult  to  make.  The  bacilli 
filtered  off  in  the  manufacture  of  old  tub(*rculiii  an*  commonly  used. 
These  are  washed  in  salt  solution  on  thcj  filter,  and  are  then  scraped  off 
and  sterilized.  They  an*  then,  in  a  moist  condition,  phiced  in  a  mortar 
and  thoroughly  ground  into  a  paste.  While  grinding,  salt  solution 
1.5  c(»nt)  is  gradually  added  until  a  thick  eiuulsion  upj)ears.  This 
emulsion  may  be  diluted  and  larger  clunij)s  scj)aratcd  by  centri- 
fugalization. 

(3)  The  leucocytes  are  obtained  by  bleeding  from  the  (^ar  or  finger 
directly  into  a  solution  containing  eighty-five  hundnMlths  per  cent  to  one 
per  cent  of  sodium  chlorid  and  five-tenths  to  one  and  fivc^-tenths  per  cent 
of  sodium  citrate.  Ten  or  fiftc^en  drops  of  blood  to  5  or  (i  c.c.  of  the 
solution  will  furnish  sufficient  leucocytes  for  a  dozen  tests.  This 
mixture  is  then  centrifugalized  at  moderate  spe(Ml  for  five*  to  six  minutes. 
At  the  end  of  this  time,  the  corpuscles  at  the  bottom  of  the  tube 
will  be  covered  by  a  thin  grayish  pellicl(\  the  huffy  coat,  consisting 


•  Bullock  aiul  Atkinf  Proc.  Hoyal  S<>c.,  Ixxiv.  VM),'}. 
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chiefly  of  leucocytes.  These  are  pipetted  ofT  with  a  (capillary  pipette 
(by  careful  superficial  scratching  movements  over  the  surface  of  the 
huffy  coat). 

Then*  bein^,  of  course,  no  absolute  scale  for  phagocytosis,  whenever 
an  opsonin  detennination  is  made  upon  an  unknown  serum,  a  parallel 
control  test  must  be  made  upon  a  normal  scrum.  This  normal  is  best 
obtaintul  by  a  **  pool "  or  mixture  of  the  sera  of  five  or  six  supposedly 
nomial  individuals. 

The  three  ingredients — serum,  bacterial  emulsion,  and  leucocytes — 
having  thus  been  prepared,  the  actual  test  is  carried  out  as  follows: 


Fui.  <)7. — PiPKTTK  FOR  Opsonic  Work. 

Capillary  pipettes  of  about  six  or  seven  inches  in  length  and  of  nearly 
(*ven  (liamet(*r  throughout,  are  made.  These  arc  fitt<)d  with  a  nipple 
and  a  mark  is  made  upon  them  with  a  grease-pencil  about  2  to  3  cm. 
from  the  end  (Fig.  (58).  Corpuscles,  btu»teria,  and  serum  are  then 
successively,  in  the  order  named,  sucked  into  the  pipette  up  to 
the  mark,  being  separated  from  each  other  by  small  air-bubbles.  Equal 
(piantities  of  (»ach  having  thus  been  secured,  they  arc  mixed  thoroughly 
l)y  R^peat^'dly  drawing  them  in  and  out  of  the  pipette  upon  a  slide. 
The  mixture  is  then  drawn  into  the  pipette;  the  end  is  scaled;  and 
incuV)ation  at  37.5°  is  carried  on  for  an  arbitrary  time,  usually  fifteen 
to  thirty  minutes.^    The  control  with  nonnal  scrum  is  treated  in  exactly 


Fl<;.    tJS.  -VlVKTlK  WITH  TIIHKK  SUHSTANCKK.  (\)RI»U8CLK8,  BaCTERIA.   AND  SfiRUM. 

AS    FIRST    TAKEN    VT. 

the  same  way.  After  incubation  the  end  of  th(»  pipette  is  broken  off, 
the  contents  are  again  mix(»d,  and  smears  an*  maile  upon  glass  slides  in 
the  ordinary  manner  of  blood  smearing.  Staining  nuiy  be  done  by 
Wright's  modification  of  Leishnuurs  stain,  V)v  J(»nner*s,  or  by  any  other 
of  the  usual  l)l()()d  stains.  In  thes(»  smears,  then,  the  number  of  bacteria 
contained  in  each  l(»uco('yt(j  is  counted.     The  contents  of  about  eighty 

'  For  the  |)uri)(>s('  of  incubation,  specially  const  ructcd  water  buth.s,  marketed  under 
the  name  of  "  opsr>nizors,"  may  be  use<l. 


286  INFECTION  AND  IMMUNITY 

# 

to  one  hundred  cella  are  usually  counted  and  an  average  is  taken. 
This  average  number  of  bacteria  in  such  leucocytes  is  spoken  of  as  the 
"  phagocytic  index."  The  phagocytic  index  of  the  tested  serum,  divided 
by  that  of  the  "normal  pool"  (control)  serum,  gives  the  "opsonic 
index." 

Another  method  of  estimating  the  opsonic  content  of  a  given  blood 
serum  has  been  contributed  by  Simon,  Lamar,  and  Bispham.*  These 
authors  employed  dilutions  both  of  the  patient's  serum  and  of  normal 
serum  ranging  from  one  in  ten  to  one  in  one  hundred.  With  these 
dilutions,  they  carry  out  opsonic  experiments  with  bacterial  emulsions 
and  washed  leucocytes  in  the  same  way  as  this  is  done  in  the  Wright 
method,  except  that  they  recommend  the  emplojinent  of  thinner  bac- 
terial emulsions  than  are  usually  employed  in  the  fomier  method.  In 
examining  their  slides,  they  do  not  estimate  the  number  of  bacteria 
found  within  the  leucocytes,  but  rather  the  percentage  of  leucocytes 
which  actually  take  part  in  the  phagocytic  process,'  i.e.,  which  con- 
tain bacteria. 

By  the  same  method  of  dilution,  they  detennine  what  they  have 
called  "the  opsonic  coefficient  of  extinction,"  a  phrase  which  is  used  to 
expn»ss  the  degn^e  of  dilution  of  the  serum  at  which  no  further  phagocy- 
tosis takes  place.  They  claim  for  thcMr  methods  the  more  delicate  de- 
termination of  variations  in  opsonic?  power.  The  method  has  not  been 
sufficiently  uschI  to  pennit  the  expn'ssion  of  an  opinion  as  to  its  value. 

The  Vaccine  Therapy  of  Wright. — In  connc^'tion  with  his  mon.» 
theoretical  work  upon  opsonins,  Wright  hius  laid  much  stn^ss  upon  tlu; 
value  of  active  immunization  in  the  treatment  of  infectious  diseases. 
Beginning  his  work  with  staphylococcus  and  tuberck^-bju-illus  infection-., 
he  has  ext^»nded  his  methods,  with  the  aid  of  man}'  colliiboraton*,  to 
gonococcus,  streptococcus,  pneumococcus,  and  a  nunibcT  of  oth(»r 
bacterial  inf(»ctions.  In  all  these  cases,  wh(»n  possible-,  ho  uses  fen* 
therapeutic  purposes  a  so-called  "autogenous  vaccine"  which  is  made 
with  tlie  bacteria  isolatcul  from  the  patient  himself.  In  tlu^  case  of 
tubercl(;-bacillus  infections,  he  uses  for  treatm(»nt  the  new-tuberculin- 
bacillary-eniulsion  of  Koch.  The  production  of  vac(*me  is,  according 
to  Wright,  as  follows: 

Production  of  Vaccines. — After  isolation  of  the  organisms  from  the 
patient,  cultures  are  made  with  a  view  of  obtaining  considerable  amounts 


>  Simon,  Lamar,  ami  B\*pham,  Jour.  Exp.  Me<I.,  viii.  190(). 
^  Simon  and  Lamar,  Johns  Hopkins  Hosp.  Bull.,  xvii,  1906. 
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of  bactorial  growth.  In  making  vaccines  with  poorly  growing  organisms, 
large*  surfa(T8  must  be  inoculated.  Organisms  arc  lx»st  grown  for  this 
purpose  upon  the  surface  of  agar  or  glucose  agar  (the  enrichment  of  the 
agar  with  sugar  or  acetic  fluid,  etc.,  depending  upon  the  cultural  require- 
ments of  the  organism  in  question),  in  square  eight-ounce  medicine 
bottles  laid  upon  their  sides.  This  furnishes  a  large  area  for  inoculation. 
Aft(4-  sufficient  growth  has  taken  place  upon  the  agar,  two  or  three  cubic 
centimeters  of  sterile  normal  salt  solution  are  introduce<l  into  the 
bottles  with  a  sterile  pipette.  With  this  the  growth  is  gently  washed 
olT  the  surface  of  the  agar,  more  salt  solution  gradually  being  added  as 
necessary.  The  emulsification  may  be  facilitat<?d  by  gently  scraping 
the  growth  off  the  medium  by  means  of  a  flexible  platinum  loop.  This 
thick  bacterial  emulsion  is  then  pipetUnl  out  of  the  bottles,  during  which 
process  an  equalization  of  the  emulsion  can  be  attained  by  repeated 
sucking  in  and  out  with  the  pipettc\  The  emulsion  is  then  placed  in  a 
sterile  test  tube  which  may  then  be  drawn  out  at  its  open  end  into  a 
capillary  opening.  It  is  a  point  of  practical  importance  that,  in  pre- 
paring such  capsules  out  of  a  test  tube,  a  few  inches  of  air  space  should 
Ixj  left  above  the  surface  of  the  emulsion,  so  that  expansion  during 
heating  may  not  blow  out  the  top  of  the  glass  tube.  A  dozen  or  so  of 
sterile  glass  beads  may  be  put  into  these  tubes  in  order  to  aid  in  emul- 
sification. Shaking  the  beads  in  sucrh  a  tube  will  help  in  breaking  up 
small  clumps  of  bacteria. 

The  enmlsion  is  then  standanlized ;  that  is,  a  numerical  estimation 
of  bacteria  per  cul)ic  cH»ntimeter  nmst  be  made.  This  standardization 
is  host  done  before  sterilization,  because  during  the  latter  process  a 
number  of  bacteria  may  be  broken  up,  and,  while  unn^cognizable 
morphologically,  are,  n(*vertheless,  represented  in  the  emulsion  bj'  their 
products.  The  standardization  may  be  accomplished  by  highly  diluting 
a  tlefinit(»  volume*  of  the  (»mulsion,  planting  plates  with  definite  (quan- 
tities of  the  dilution,  and  counting  colonies.  Wright  prefers,  as  more 
exact,  an  enumeration  of  the  bacteria  against  red  blood  cells.  This  is 
done  in  the  following  way: 

A  little  of  the  emulsion  is  placed  in  a  watch  glass  and  from  it,  with  a 
pipette  as  used  in  the  estimaticm  of  the  opsonic  index,  one  volume  is 
tak(»n  and  is  mixed  with  an  e(|ual  volume  of  blood  from  the  finger  and 
two  or  three  volumes  of  salt  solution.  The  salt  solution  is  added  in 
order  to  dilute  the  red  cells  so  that  they  can  be  convenic^ntly  counted 
and  to  prevent  clotting.  These  substances  are  thoroughly  mixed  in  a 
pipette  and  spread  upon  a  slide  as  in  making  a  blood  smear,  and  as  even 
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and  uniform  a  smear  as  possible  should  be  made.    They  are  then  stained 
either  by  Jenner's  or  Wright's  blood  stain. 

The  preparations  are  examined  with  an  pil-unmersion  lens.  In 
order  to  limit  a  definite  microscopic  field,  it  is  convenient  to  use  an 
Ehrlich  diaphragm,  or  else,  in  lieu  of  this,  to  mark  a  circle  with  a  blue 
pencil  upon  the  lens  of  the  eye-piece.  The  red  blood  cells  and  bact<»ria, 
in  a  number  of  these  fields,  are  counted  and  the  ratio  between  them  is 
estimated.  Knowing  the  number  of  red  blood  cells  to  the  cubic  milli- 
meter in  the  particular  blood  employed,  by  previous  blood  count, 
and  knowing  that  equal  volumes  of  blood  and  of  bacttirial  emulsion 
have  been  used  in  the  mixture,  it  is  easy  from  this  ratio  to  ascertain 
the  number  of  bacteria  contained  in  a  cubic  millimeter  of  the  original 
emulsion.  Thus,  for  instance,  if  in  an  average  of  twenty  fields  bacteria 
are  to  red  blood  cells  as  two  is  to  one,  and  the  blood  employed  con- 
tains five  million  red  blood  cells  to  each  cubic  millimeter,  then  a  cubic 
millimeter  of  our  emulsion  contained  ten  million  bacteria,  and  a  cubic 
centimeter  one  hundred  times  as  many. 

The  vaccine,  thus  produced  and  standardizc^d,  is  stc^rilized  by  sus- 
pension in  a  water  bath  at  ()0°  C  for  one*  hour  on  (»ach  of  five  or  six 
consecutive  days.     Its  sterility  is  then  controlled  by  culture. 

From  this  stock  emulsion  small  quantities  may  be  drawn  off  and 
dilutcid  for  therapeutic  use. 

The  initial  dose  given  by  Wright  in  staphylococcus  infections,  in 
which  the  method  has  been  most  frequently  (*nii)loy(Ml,  varies  from 
fifty  to  one  hundn^d  millions  of  bacteria.  In  working  with  the  tulxM'cle 
bacillus,  the  ordinary  tuberculin  dosage  is  adhered  to. 

Wright,  in  his  work,  makes  use  of  th(*  opsonic  index  in  ord(T  to 
estimate  changes  in  the  resistance  of  the  patient  against  the*  given  in- 
fection. In  other  words,  he  bas(*s  his  judgment  as  to  whether  the 
patient  is  improving  or  not,  upon  the  opsonic  pow{M*  of  the  patient's 
serum.  In  following  the  opsonic  index  of  a  j)atient  during  systematic 
treatment  with  vaccine,  Wright  has  found  definite  changes  upon  the 
basis  of  which  he  constructs  a  curve  of  opsonic  j)o\v(m*.  Immediately 
after  the  injection  of  vaccine,  he  finds  that  then^  is  a  brief  period  during 
which  the  opsonic  power  of  the  patient  is  depressed  below  its  original 
state.  This  he  calls  the  negative*  phase.  The  length  of  imv  occupied 
by  this  negative  phase  depends  both  upon  the  condition  of  the  paticjnt 
and  upon  the  size  of  the  dose  given.  It  is  usually  completed  within 
twenty-four  hours.  After  this,  there  is  a  gradual  rise  in  th(*  opsonic  power, 
at  first  rapid,  later  more  slow,  until  a  maximum  is  r(»ach(Ml  after  a  var>'- 
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ing  number  of  days.  This  period  of  rise  represents  the  positive  phase. 
The  second  inoculation  with  vaccine  should,  according  to  Wright,  be 
made  when  the  opsonic  power  is  again  beginning  to  sink  after  the  highest 
point  of  the  positive  phase. 

The  facts  of  Wright's  investigations  have  been  given  in  the  preceding 
pages,  purposely  without  critical  considerations.  The  existence  of 
opsonic  or  phiigocytosis  stimulating  substances  in  blood  serum  may  be 
accepted  as  fact.  It  is  also  of  unquestionable  value  to  the  science  of 
immunity  that  renewed  vigor  has  been  infused  into  the  investiga- 
tion of  active  therapeutic  immunization.  The  far-reaching  claims  of 
therapi^utic  Ixjnefit,  which  have  been  made  by  Wright  and  his  school, 
however,  have  not  yet  received  sufficient  support  by  clinical  observa- 
tion to  be  fully  accepted,  although  intelligent  application  of  this  treat- 
ment in  suitable  cases  has  undoubtedly  proved  its  therapeutic  value. 

LEUCOCYTE   EXTRACT 

In  the  foregoing  sections  upon  Phagocytosis  and  Opsonins,  we  have 
discussed  the  protective*  action  exerted  by  the  living  leucocytes  against 
bacterial  inflection  and  the  relation  of  these  cells  to  the  blood  serum. 
We  have  seen,  furthermore,  that,  while  our  knowledge  of  the  blood 
serum,  as  developi»cl  at  present,  shows  that  phagocj-tes  may  be  aided 
by  this  in  the  ingestion  of  bacteria,  the  subsequent  digestion  of  the 
germs,  and  possibly  the  neutralization  or  destruction  of  their  mtracel- 
lular  poisons,  is,  as  far  as  we  know,  largely  accomplished  by  the  unaided 
phagocytic  cell.  It  is  an  obvious  thought,  therefore,  that,  in  the  struggle* 
with  bacterial  invaders,  the  Icnicocytic^  defenders  might  be  considerably 
re-enforc(»d  if  they  were  furnish(»d,  as  directly  as  possible,  with  a  further 
supply  of  the  ver\'  weapons  which  they  were  using  in  the  fight  with 
the  microorganisms.  With  this  thought  as  a  point  of  departure,  Hiss  * 
conceived  the  plan  of  injecting  into  infected  subjects  the  substances 
composing  the  chief  c(*lls  or  all  the  cells  usually  found  in  exudates,  in 
the  most  diffusible  fonn  and  as  little  changed  by  manipulation  as  possi- 
ble*; anel  he  also  assumeel  that  extracts  would  be  more  efficacious  than 
living  leucocytes  themselves,  since>  if  diffusible  they  would  be  distrib- 
uted impartially  to  all  parts  of  the  boely  by  the  circulatory  mechan- 
ism. They  would  then,  as  ejuickly  jus  absorption  woulel  permit,  relieve 
the  fatigueel  leucocyte  and  also  protee*t  by  any  toxin-neutralizing  or 
other  power  they  might  possess,  the  cells  of  highly  specialized  functions. 


*  Hiss,  Jour.  Med.  Res.,  X.  S.,  xiv,  3, 1908. 
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The  method  of  obtaining  these  substances  as  used  both  in  animal 
experiments  and  in  the  treatment  of  human  subjects  is  at  present  as 
follows: 

Rabbits,  preferably  of  1,500  grams  weight  or  heavier,  receive  intra- 
pleural injections  of  alcuronat.  This  is  prepai-ed  by  making  a  three 
per  cent  solution  of  starch  in  meat-extract  broth,  without  heating, 
and  adding  to  this,  after  the  starch  has  gone  into  thorough  emulsion, 
five  per  cent  of  powdered  aleuronat.  This  is  thoroughly  mixed,  boiled 
for  five  minutes,  and  filled  into  sterile  potato  tubes,  20  c.c.  into  each  tul^e. 
Final  sterilization  is  done  preferably  in  an  autoclave.  The  rabbit  in- 
jections arc  carried  out  by  injecting  10  c.c.  into  each  pleural  cavity 
in  the  intercostal  spaces  at  the  level  of  the  end  of  the  sternum,  in  the 
anterior  axillary  line,  great  care  being  exertcKl  to  avoid  puncturing  of 
the  lungs.  The  rabbits  are  left  for  twenty-fou**  hours,  at  the  end  of 
which  time  a  copious  and  very  cellular  exudate  will  have  accumulat<;d 
in  the  pleural  cavities.  This  is  removed,  after  killing  the  animals  with 
chloroform,  by  opening  the  anterior  chest  wall  under  rigid  precautions 
of  sterility,  and  pipetting  the  exudate  into  sterile  centrifuge  tubes. 
Imme<liatc  centrifugalization  before  clotting  can  take  place  then  per- 
mits the  decanting  of  the  supernatant  exudate  fluid.  To  the  Icuco- 
cytic  sediment  is  then  added  about  2  c.c.  of  sterile  distilled  water,  and 
the  emulsion  is  thoroughly  beaten  up  with  a  stiff  bent  platinum  spatula. 
Smears  are  now  made  on  slides,  stained  by  Jemier's  blood  stain,  and  ex- 
amined for  possible  bacterial  contamination.  It  is  well  also  to  take 
cultures.  Sterile  distilled  water  is  then  added  to  each  tube,  about  twent  v 
volumes  to  one  volume  of  sediment,  and  the  tubes  are  set  away  in  the 
incubator  for  eight  hours.  At  the  end  of  this  time  tlu^  sterility  is  again 
controlled  as  above,  and  further  extraction  in  the  refrigerator  continued 
until  the  extract  is  used. 

In  expeiimenting  upon  animals,  Hks^  observ^od  thiit  pneumocoecus, 
staphylococcus,  streptococcus,  meningococcus,  ancl  typhoid,  dysentery, 
and  cholera  infections  in  rabbits  and  guinea-pigs  were  profoundly  modi- 
fied when  injections  of  leucocyte  extracts,  prepared  as  above,  were  ad- 
ministered intraperitoneally  or  subcutaneously  during  the  course  of  the 
infection.  In  many  easels  animals  were  savc^d  by  these  sul)stances  from 
infections  which  proved  rapidly  fatal  in  untreat(»d  control  animals,  even 
when  the  protective  injections  were  made  as  late  as  twenty-four  hours 
after  intravc»nous  infection. 


» Hi8H,  Jour.  Med.  Res.,  N.  S.,  xiv,  3,  1908. 
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In  applying  this  method  of  treatment,  by  subcutaneous  injections, 
to  infections  in  man,  Hiss  and  Zinsser  observed  distinctly  b<meficial 
results  in  cases  of  epidemic  cerebrospinal  meningitis,  in  lobar  pneumonia, 
in  staphylococcus  infections,  and  in  erysipelas.' 

In  experimenting  with  the  leucocyte  extracts  in  vitro  the  same  au- 
thors were  able  to  show  that  precipitates  occurred  when  clear  leucocyte 
extract  and  the  clear  extract  of  various  bacteria  were  mixed. ^ 

Further  experiments,  carried  out  both  in  animals  and  in  the  test  tube, 
showed  that  while  the  leucoc\i;ic  extracts  possessed  slight  bactericidal 
[K)wers  for  a  variety  of  microorganisms,  these  attributes  did  not  seem 
sufficient  to  explain  the  profound,  modifying  influences  exerted  upon 
bacterial  inflections  by  these  extracts.  Experiments  have  also  shown 
that  th(*  leucocyte  extracts  possess  some  distinct  ix)wer  of  neutralizing 
or  destroying  the  jwisonous  products  of  typhoid  and  dysenter}-  bacilli. 
Whether  or  not  the  final  explanation  of  the  action  of  these  extracts  will 
be  found  to  lie  in  thc^se  endo toxin-neutralizing  properties  of  the  leuco- 
cytic  substances,  can  not  as  yet  be  determined,  and  this  problem  must 
be  left  for  further  n^search  to  decide. 

That  bactericidal  substances  can  be  extracted  from  leucocytes  by 
various  methods  has  been  repeatedly  shown  by  Schattenfroh,  Petter- 
son,  Korschun,  and  others.'  The  researches  of  Petterson  as  well  as, 
more  nrently,  the  work  of  Zinsser,  have  shown  that  these  **endolysins," 
as  Petterson  has  called  th(»m,  have  a  structure  quite  different  from  that 
of  the  s(?rum  bacteriolysins  in  that  they  are  not  rendered  inactive  by 
tenifx^ratures  under  S0°  C,  but,  when  once  destroyed  by  higher  tem- 
peratures, can  not  be  reactivated  either  by  the  addition  of  fresh  serum 
or  of  unheated  leucocyte  extracts.  The  last-named  authors,  moreover, 
have  shown  that  these  endocellular  bactericidal  substances  are  not 
incn^iusiKl  by  immunization,  the  quantity  prescuit  in  each  leucocyte  being 
probably  at  all  times  simply  sufficient  for  the  digestion  of  the  limited 
number  of  bacteria  which  can  be  taken  up  by  the  individual  leucocyte. 

AGGRESSINS 

An  extremely  obscure  chapter  in  our  knowledge  of  the  n»action  of 
animals  and  man  against  infection  is  the  one  dealing  with  the  (juestions 

*  IlisH  and  Zinsaer,  Jour.  Mecl.  Res..  N.  S.,  xiv,  3,  1908;  ibid.,  xv.  3,  1909. 
'  Ift'ss  and  ZirisstT,  ibid.,  xiv,  '.i,  1908. 

*  SHiotteiifroh,  Arch.  f.  Hyp..  1897;  Petterson,  Cent,  i.haki.,  I,  xxxix.  1905,  and 
il)id.,  xlvi,  1908;  Korschun,  Ann.  de  I'inst.  Pasteur,  xxii,  1908;  Zi>w«t,  Jour.  Med. 
Res.,  xxii,  3,  1910. 
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of  varying  pathogenicity  between  different  bacterial  species  ami  between 
different  races  of  the  same  microorganism.  A\*e  know  that  ccrtiiiii  bac- 
teria may  be  injected  into  an  animal  or  human  being  in  considerable 
quantities,  without  producing  anything  more  than  the  temporary  local 
disturbance  following  the  subcutaneous  administration  of  any  innocuous 
material.  Other  bacteria,  on  the  other  hand,  such  as  the  bacillus  of  an- 
thrax or  the  bacillus  of  chicken  cholera,  injected  in  the  most  minute 
dosage,  may  give  rise  to  a  rapidly  fatal  septicemia.  Within  the  same 
species,  furthermore,  fluctuations  in  virulence  may  take  place  which 
may  depend  upon  a  variety  of  influences  which  have  been  discussed  in 
another  sectitm  and  need  not  be  recapitulated.  Suffice  it  to  say  that 
variations  in  the  susceptibility  of  hioculated  subjects  do  not,  in  any 
way,  funiish  a  sufficient  explanation  for  these  phenomena  and  we  are 
forced  to  seek  for  the  key  to  the  problem  in  the  activities  of  the  bacteria 
themselves. 

In  an  effort  to  cast  light  upon  this  sul)ject,  Bail,  following  in  the 
footst(»ps  of  his  predecessors,  Kruse,'  Deutsch  and  F(4stmantel,*  hjis 
fornmlated  his  so-called  '^aggressin-theory.'^  In  its  reasoning,  this 
theory  is  indirectly  an  offspring  of  Metchnikoff's  phagocytic  theoiy 
and  is,  in  many  of  its  phases,  antagonistic  to  the  purely  humoral  con- 
ception of  immunity. 

Bail'*  was  first  led  to  the  formulation  of  his  thec)iy  by  extensive  re- 
S(»arches  which  he  had  made  in  conjunction  with  Petterson  *  into  an- 
thrax immunity.  He  had  noted,  as  others  Ix'fore  him  had,  that  animals, 
highly  susceptible  to  anthrax,  often  poss(\s.se(l  marked  bactericidal 
powers  against  this  bacillus.  WIumi  such  aninuds,  whose*  semm  should 
sui^ely  be  capable  of  bringing  about  the  death  of,  at  least,  a  few  hundrcnl 
anthrax  bacilli,  were  injected  with  doses  far  l(\ss  than  tliis  number  they 
nevertheless  succumbed  rapidly  and  th(j  bacilli  multiplicHl  enormously 
in  their  bodies.  He  argued  from  this  that  the  injected  microorganisms 
must  possess  some  weapon  whereby  they  were  (»nabled  to  countt^ract 
the  protective  forces  of  the  annual  organism.  In  an  anthrax-immune 
animal,  as  a  matter  of  fact,  no  proliferation  of  bacteria  took  place  and 
the  injected  genus  were  rapidly  disposed  of  by  the  protcn-tive  forces, 
foremost  of  which  was  phagocytosis. 


»  Kruf<e,  Ziegler's  BeitriiKe,  xii.  189:^. 

2  Dvutsch  un<i  Fcistmantfl.  **  Die  InipfslofTc  in  Sora."  Leipzig.  l{){):\. 

3  Bait,  Cent.  f.  Bakt.  [.  xxvii.  1900,  and  xxxiii.  19(r2. 

*  Bail  und  P<«<T8an,  Cent.  f.  Bakt.,  I.  xxxiv,  190.}:    xxxv,  1901;   xxxvi.  1904. 
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The  tlicory  of  Bail  *  as  eventually  formulated,  after  extended  in- 
vestigations which  need  not  be  outlined,  contains  the  following  basic 
principles:' 

Pathogenic  bacteria  differ  fundamentally  from  non-pathogenic 
bacteria  in  their  pow(»r  to  overcome  the  protective  mechanism  of  the 
animal  body,  and  to  proliferate  within  it.  They  accomplish  this  by 
virtue  of  definite  substances  given  off  by  them,  probably  in  the  nature 
of  a  secretion,  which  acts  primarily  by  protecting  them  against  phagocy- 
tosis. Th(»s(»  substances  (referred  to  by  Kmse  as  '^  Lysins'*)  were  named 
by  Bail.  "  Aggressins/'  The  production  of  aggressins  by  pathogenic 
gern)s  is  probably  absent  in  test-tube  cultures,  or,  at  any  rate,  is 
greatly  depr(\ss(^d  under  such  conditions,  but  is  called  forth  in  the  animal 
body  by  the  onslaught  of  the  germicidal  or  other  influences  encountered 
afttM-  inoculation. 

These  aggressins  can  be  found,  according  to  Bail,  in  the  exudates 
occurring  about  the  site  of  inoculation  in  rapidly  fatal  infections.  He 
obtained  thcnii,  separate  from  the  bacteria  themselves,  by  the  prolonged 
centrifugation  and  subsc^iuent  decanting  of  edema  fluid,  and  pleural 
and  peritoneal  exudates. 

Two  fundamental  experimental  observations  are  brought  forward 
by  Bail  in  support  of  the  truth  of  his  cont<»ntions.  In  the  first  place,  he 
was  abl(»  to  show  that  fatal  infection  (^ould  be  produced  in  animals  by 
the  injection  of  sublethal  doses  of  bacteria,  when,  together  with  the 
g(»nns,  then*  was  administered  a  small  quantity  of  "aggressin."  He 
hift'rred  from  this  experiment  that  the  inj(»ctod  aggressin  had  8c»rved  in 
paralyzing  the  (mslaught  of  phagocytic  and  other  protective  agencies, 
and  liad  thus  made  it  possible  for  the  bacteria  to  gain  a  foothold  and 
to  proliferate. 

The  scH'ond  exp(*rimental  support  upon  which  Bail's  theory  is 
founded  consists  in  tli(»  succ(\ssful  immunization  of  animals  with  aggres- 
sin. Animals  were  tn^ated  with  aggressive  exudates,  from  which  all  bac- 
teria had  IxK'n  removed  by  prolonged  centrifugalization  and  which  had 
been  rendered  entirely  sterile  by  three  hours'  heating  to  60°  C.  and  by  the 
addition  of  five-tenths  per  cent  of  ph(»nol.  Animals  so  treated  W(»re  not 
only  immune  thems(»lves,  but  contained  a  substance  in  their  serum 
which  jXTinitted  the  passive  immunization  of  other  untreated  animals. 
Bail  explaiiKul  this  by  assuming  the  production  of  antiaggressins  in  the 

«  lidfl.  Arch.  f.  Hyj:.,  lii.  ll)()r>:   liii.  1905;  Wion.  klin.  Woch..  xvii.  1905. 
^Bail  und    UVtV.  Wien.  klin.  Woch.,  ix.  1906;    Cent.  f.  Bukt.,  I,  xl,  1<KX3;    xlii, 
1906. 
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treated  subjects.  His  experiments  and  those  of  his  pupils  were  con- 
ducted with  a  large  variety  of  microorganisms,  among  which  were  the 
typhoid  and  dysentery'  bacilli,  the  bacilli  of  cihicken  cholera  and  of  plague, 
the  cholera  spirillum,  and  various  micrococci.  According  to  whether  a 
microorganism  is  capable  of  producing  an  aggressin  and  consequently 
of  invading  the  animal  body,  he  divides  bacteria  into  "pure  parasites," 
**half  parasiU^s,'*  and  "saprophytes.'' 

The  theorv'  of  Bail  has  been  extensivelv  attacked  bv  a  number  of 
authors,  chief  among  whom  are  Wassermann  and  Citron,*  Wolflf,'  and 
Sauerbeck.^  The  criticism  which  these  investigators  make  of  Bail's 
views  is  based  upon  lal)orious  experimentation  and  has  succeeded  in 
plachig  thi^  "aggn»ssiii"  theor\^  upon  a  very  precarious  footing.  It  is 
claimed  by  them,  in  the  first  place,  that  much  of  the  "aggressive" 
charact(*r  of  Hail's  exudates  is  due  to  their  containing  liberated  bacterial 
poisons  (endotoxins).  This  they  have  maintained  both  because  the 
st(Tile  "  aggressin  "  exudates  could  be  shown  to  possess  a  considerable 
degree  of  independent  toxicity  and  because  the  aggressive  action  of  such 
an  exudate^  could  be  duplicatt^d  by  aqueous  extracts  of  bacteria.  Citron,* 
furthermore,  was  able  to  show,  by  the  Bordet-(iengou  method  of  com- 
pl(^in(»nt  fixation,  that  the  exudates  of  Bail  contained  considerable 
quantities  of  free  bacterial  receptors,  which,  in  taking  up  bacteriolytic 
immune  body,  would  neutralize  any  lytic  power  on  the  part  of  the  in- 
fected animal.  1^  this  antllytic  action,  he  believes,  Bail's  first  conten- 
tion, the  vlrulenc(»-enhancing  action  of  the  exudat(\s,  can  be  explained. 
The  nature  of  the  immunity  produced  in  animals  by  l^aiFs  method  of 
treatment  is  less  easily  explained  and  less  exposc^d  to  adverse  critic Lsin. 
Bacteriolytic  immunity  alone  probably  can  not  account  for  the  high 
degree  of  n\sistance  imparted  by  a  few  injections  of  the  aggressiiis. 
On  the  other  hand,  the  establishment  of  an  antiaggressive  immunity 
has  not  l>een  sufficiently  supported  to  stand  as  a  proven  fact.  Final 
judgment  must  be  postponed  until  further  investigation  shall  have 
brought  a  better  understanding  of  the  ph<*nomenon. 

>  Wassf'.rmann  and  Citron,  Deut.  met!.  Woch.,  xxviii,  1905. 

2  Wolff.  Cent.  f.  Biikt..  I,  xxx\iii,  1906. 

^Sauerbeck,  Zeit.  f.  Hvf?.,  Ivi.  1907. 

*  Citron,  Cent.  f.  Bakt!,  I,  xl,  1905;  xli.  19(X);  and  Zeit.  f.  Uy^.,  Hi.  1905. 


CHAPTER  XIX 

ANAPHYLAXIS  OR  HYPERSUSCEPTIBILITY 

PHENOMENA  OF  ANAPHTLAXIS 

The  phenomena  now  grouped  together  under  the  heading  of  anaphy- 
laxis and  hypersusceptibility  have  but  recently  become  the  subject  of 
syst(»niatic  experimentation.  Nevertheless,  manifestations  now  recog- 
nized as  belonging  to  this  category,  had  not  escaped  the  attention  of  a 
number  of  the  earlier  workers  in  immunity. 

By  anaphylaxis  is  meant  the  following  train  of  phenomena:  When 
a  foreign  proteid  is  introduced  by  subcutaneous,  intraperitoneal,  intra- 
venous, or  subdural  injection  (or  in  some  cases  by  feeding)  into  the 
animal  body,  after  a  time  there  will  appear  a  specific  hypersuscepti- 
bility of  the  animal  for  this  proteid.  After  a  definite  interval,  a  second 
inj (action  of  the  same  substance,  harmless  in  itself,  will  produce  violent 
symptoms  of  illness  and  often  rapid  death  in  an  animal  so  prepared. 
The  phenonuma  are  not  limited  to  any  given  class  of  proteids,  but  are 
manifest  in  the  case  of  animal,  vegetable,  and  bacterial  proteids,  and 
within  certain  limits  arc  specific. 

As  early  as  1803,  Behring  ^  and  his  pupils '  had  noticed  that  animals, 
hicjhly  immunized  against  diphtheria  toxin,  with  high  antitoxin  content 
of  the  blood,  would  occasionally  show  marked  susceptibility  to  injections 
of  small  doses  of  the  toxin. 

The  phenomena  observed  by  them  was  interpreted  as  an  increased 
tissu(»  susceptibility  to  the  toxin,  and  Wassermann,  reasoning  on  the 
basis  of  Khrlich's  side-chain  theory,  formulated  the  conception  that  the 
increascnl  susceptibility  was  due  to  toxin  receptors,  increased  in  number 
by  immunization,  but  not  yet  separated  from  the  cells  that  had  produced 
them;  the  cells  thereby  becoming  more  vulnerable  to  the  poison.  In 
the  same  eatc^gory  belongs  the  observation  of  Kretz,  who  noticed  that 
normal  guinea-pigs  did  not  show  any  reaction  after  injections  of  innocuous 


»  liehring,  Deut.  mod.  Woch.,  1893. 

^  Knurr,    Dissert.,  Marburg,    1895;  Behring  und  Kitaahina,   Berl.  klin.  Woch., 
1901. 
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toxin-antitoxin  mixtures,  but  that  marked  symptoms  of  illness  oft^n 
followed  such  injections  when  made  into  immmiized  guin<'a-pigs.  Other 
phenomena  which  are  now  regarded,  a  posteriori,  as  probably  doixjnding 
upon  the  principles  involvcnl  in  anaphylaxis,  are  the  tuberculin  and 
mallein  reactions,  fully  descrilxnl  in  another  place,  and  the  adverse 
effects  often  following  the  injections  of  antitoxins  in  human  beings, 
conditions  spoken  of  under  the  heading  of  '^serum  sickness."  The  last- 
named  condition  has  been  made  the  subject  of  an  exhaustive  study  by 
V.  Pirciuet  and  Schick.^ 

That  the  injection  of  diphtheria  antitoxin  in  human  beings  is  often 
followed,  after  an  incubation  time  of  from  three  to  ten  days,  by  ex- 
anthematous  eruptions,  urticaria,  swelling  of  the  lymph  glands,  and 
often  albuminuria  and  mild  pulmonary  inflammations,  has  been  noticed 
by  many  cliniciaiLs,  who  have  made  extensive  th(Tapeutic  use  of  anti- 
toxin. It  was  recognized  early  that  such  symptoms  w(Te  entirely  inde- 
pendent of  the  antitoxic  natun*  of  the  serum,  but  depended  upon  other 
constituents  or  properties  pecidiar  to  the  antitoxic  serum.  Moreover, 
symptoms  of  this  description  were  by  no  means  regular  in  patients  in- 
jected for  the  first  time,  but  seemed  to  depend  upon  an  individual  pre- 
disposition, or  idiosyncrasy,  v.  Pirquet  and  Schick,  however,  noticed 
that  in  those  injected  a  second  time,  after  intervals  of  wec^ks  or  months, 
the  consequent  evil  efFc^ts  were  rapid  in  development,  severe,  and 
occurred  with  gr(»at(M*  regularity.  Many  of  the  phases  of  such  "serum 
sickness*'  an*  still  obscure,  since  exp(»rimental  conditions  can  not  be 
controlled,  and  many  modifying  factors  can  not  b(»  (excluded  in  obserwa- 
tioiLs  made  upon  human  beings,  and  the  grouping  of  the  al)ove  conditions 
with  th(^  phenomena  of  anaphylaxis  is  still  tentative*. 

The  fimdamental  observations  from  which  our  j)res(Mit  knowledge^  of 
anaphylaxis  takes  its  origin  an*  those  made  in  ISOS  by  Hericourt  and 
Rich(*t,"  who  obs(*rve(l  that  rep(^ated  injections  of  (m'1  s(*nini  into  dogs 
gave  I'ise  to  an  increased  su.sce])tibility  toward  this  substance  instead 
of  immunizing  the  dogs  against  it.  Following  up  the  linens  of  thought 
suggest(*d  by  this  phenomenon,  Portier  and  Richet  Mater  made  an  in- 
ti^resting  observation  while  working  with  actino-cong(*stin — a  toxic 
substance  which  they  extracted  from  the  tentacles  of  Actinia.     This 

M?.  Pirquet  and  Schick,  '*  Die  Serum  Krankheit."  monograph .  Leipzig  and  Wien, 
1905. 

a  Hericourt  and  Richet,  Compt.  n»nd.  de  la  soc.  do  l)i()l.,  'hi,  1S98. 

sportier  and  liichel,  Compt.  rend,  (ie  la  soc.  <ie  biol.,  HK)2;  Richet,  Ann.  dc 
rin.st.  Pasteur,  1907  aiid  1908. 
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substance  in  doses  of  0.042  grams  per  kilogram  produced  vomiting, 
(liiirrheii,  collapse,  and  death  in  dogs.  If  dos(\s  considerably  smaller 
than  this  were  given  in  quantities  sufficient  to  cause  only  temporary 
illn(\ss,  and  several  days  allowed  to  elapse,  a  second  injection  of  a 
(]uantity  less  than  one-quarter  or  one-fifth  of  the  ordinary  lethal  dose 
would  cause  rapid  and  severe  symptoms  and  often  death.  Similar 
observations  were  made  soon  after  this  by  Richet  with  mytilo-conges- 
tin,  a  toxic  substance  isolated  from  mussels.  In  these  experiments  there 
remained  little  doubt  as  to  the  fact  that  the  first  injection  had  given  rise 
to  a  well-marked  increased  susceptibility  of  the  dogs  for  the  poison  used. 

It  was  llichet  who  first  applied  to  this  phenomenon  the  term  "  ana- 
phylaxis*' (ttva  against,  <fuXd^t^  protection),  to  distinguish  it  from 
immunization  or  prophylaxis. 

Soon  after  Richet's  earlier  experiments,  and  simultaneously  with  his 
later  work,  Arthus^  made  an  observation  which  plainly  confirmed 
Richet's  observations,  though  in  a  somewhat  diflferent  field.  The  ob- 
servation of  Arthus  is  universally  spoken  of  as  the  "phenomenon  of 
Arthus." 

He  noticed  that  the  injection  of  rabbits  with  horse  senun  (a  sub- 
stance in  itself  without  toxic  properties  for  normal  rabbits)  rendered 
the  rabbits  d(4icately  susc(*ptible  to  a  second  injection  made  after  an 
interval  of  six  or  seven  days.  The  second  injection — even  of  small  doses 
— regularly  produced  severe  symptoms  and  often  death  in  these  animals. 

An  observation  very  similar  to  that  of  Arthus  was  made  by  Theobald 
Smith-  in  11)04.  Smith  observed  that  guinea-pigs  injected  with  diph- 
theria toxin-antitoxin  mixtures  in  the  course  of  antitoxin  standardiza- 
tion, would  be  killed  if  after  a  short  interval  they  were  given  a  subcu- 
taiK'ous  injection  of  nonnal  horse  serum. 

The  fundamental  facts  of  hypersusceptibility  had  thus  been  observed, 
and  Otto,**  working  directly  upon  the  basis  of  Smith's  observation, 
carried  on  an  elaborate  inquiry  into  the  phenomenon.  Almost  simul- 
tan(Mjusly  with  Otto's  pubHcation  there  appeared  a  thorough  study  of 
the  condition  by  Rosenau  and  Anderson.* 

The  researches  of  Otto,  and  Rosenau  and  Anderson,  besides  con- 
firming the  observations  of  previous  workers,  brought  out  a  large  number 


»  Arthurs,  Conipt.  rend,  de  la  soc.  de  biol.,  55,  1903. 
»  Th.  Smith,  Jour.  Metl.  Res.,  1904. 
'  OUo,  "Unithohi  (ledenkschrift/'  1905. 

*  Rosenau  and  Arulertum,  HvK.  Lab.  l^  S.  Pub.  Health  and  Marine  Hosp.  Serv. 
Bull..  29,  3(),  HKHj,  im)7. 
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of  new  facts.  They  showed  conchisively  that  the  action  of  the  horse 
scrum  hacl  no  relationship  to  its  toxin  or  to  its  antitoxin  constituents, 
that  the  ''sensitization"  of  the  guinea-pigs  by  the  first  injection  became 
most  marked  after  a  definite  incubation  time  of  about  ten  days.  Sen- 
sitization was  accomplished  by  extremely  small  doses  (one  one-raillionth 
in  one  case,  usual  doses  yItt  ^o  1  c.c).  Rosenau  and  Anderson,  further- 
more, excluded  hemolysin  or  precipitin  action  as  explanations  of  the 
phenomena,  and  ])roved  that  hypers usceptibility  was  transmissible  from 
mother  to  offspring,  and  that  it  was  specific — animals  sensitized  with 
horse  scM-imi  not  bcung  s(*nsitive  to  subs(»quent  injections  of  other  pro- 
teids.  These  authors,  Vaughan^  and  Wheeler,  Nicolle,'  and  others, 
furthermore,  showed  that  the  reaction  was  by  no  means  limited  to  animal 
sera,  but  was  elicitcnl  by  proteids  in  general,  pepton,  egg  albumin,  milk, 
the  extract  of  p(»as,  and  bacterial  extracts. 

Th(*  typical  anaphylactic  reaction,  then,  is  obtained  when  animals, 
preferably  guinea-pigs,  are  injected  with  a  small  quantity  of  a  given 
I)roteid,  and  ten  or  fifteen  days  subsequently  given  a  second  injection 
of  th(»  same  substance  employed  for  the  firr-t  or  sensitizing  inoculation. 
The  quantity  used  for  the  second  injection  should  be  considerably 
larger  than  that  used  for  sensitization  when  the  injection  is  made 
intrap(*ritoneally  or  subcutaneously.  When  given  intravenously,  intra- 
cranial ly,  or  intracardially,  amounts  as  small  as  0.25  to  0.008  c.c.  may 
suffice.  The  time  at  which  a  second  injection  gives  rise  to  the  most 
violent  symptoms,  moreover,  is  to  a  large  extent  dopc^ndent  upon  the 
size  of  the  s<*iisitizing  dose.'  After  extremely  small  initial  quantities 
(0.0050. (K)2  c.c),  the  anaphylactic  state  is  usually  well  developed,  ac- 
cording to  Ro.senau  and  Anderson,^  after  twelve  or  fourteen  days.  After 
larger  doses  ^  the  time  required  for  the  development  of  anaphylaxis  is 
usually  long(»r — extending  ofU^n  over  weeks,  or  even  months. 

While  the  sensitizing  or  first  dose  may  be  given  subcutaneously, 
intravenously,  intraperitoneally,  or  intracardially  with  etjual  success, 
Besredka  and  St(»inhardt  maintain  that  no  anaphylaxis  r{\sults  if  the 
first  dose  is  given  intracranially.  This  statement,  how(*v(»r,  has  found 
contradiction  in  the  work  of  Rosenau  and  Anrlerson.  The  time  required 
for  full  sensitization,  furthermore,  depends,  according  to  the  last-named 


»  Vaughan,  A.s8n.  Am.  Phys.,  May,  1907. 
2  NicoUe,  Ann.  de  rin3t.  Pasteur.  2.  lOO.i. 
>  Besredka,  Ann.  de  I'inst.  PaHteur,  1907. 
*  Rosenau  and  Anderson,  loc.  cit. 
•0/to.  Mtinch.  ined.  Woch..  1907. 
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authors,  also  upon  the  mode  of  injection  of  the  first  dose;  on  this  point, 
howeviT,  no  conclusions  are,  at  present,  justified. 

At  reinjection,  the  symptoms  are  more  prompt  in  developing  and 
more  sev(jre  when  the  injection  is  made  intraperitoneally,  intracarditUly, 
or  intracerebrally  than  when  the  subcutaneous  route  is  chos(»n. 

The  symptoms  occurring  in  sensitized  animals  after  the*  second 
or  anaphylactic  injection  are  usually  well-marked  and  unmistakable. 
The  animals  move  about  restlessly,  breathe  rapidly,  and  may  cough. 
Often  they  stagger  about  or  fall  upon  one  side,  and  die  frequently  in 
convulsions  within  a  time;  ranging  fnmi  five  minutes  to  one  hour  after 
i\m  injection.  During  this  time  there  is  a  rapid  fall  of  temperature  and 
fre(|uently  defecation  and  urination.  Animals  that  recover  from  the 
condition  aft(»r  such  symptoms,  return  to  normal  within  a  Remarkably 
short  time — twelve  to  twentv-four  hours. 

ft' 

Animals  dead  of  anaphylaxis,  according  to  (lay  and  Southard,^  show 
cc)nji;(\st ion  of  the  serous  membranes  of  peritoneum,  pleura,  and  pericar- 
dium, with  small  hemorrhagic  spots  on  the  heart  and  lungs  and  the 
pleura.  In  some  cas(>s  there  is  fatty  degeneration  in  the  parenchyma 
cells  of  the  h(»art,  the  muscles,  and  in  the  nervous  system.  Such  lesions, 
however,  could  not  be  found  by  Otto,  but  wen)  found  in  some  castas  by 
Doerr.- 

When  sensitized  animals  recover  from  the  s(»cond  injections,  they  are 
thereafter  inmiune — that  is,  they  do  not  n»act  to  subsequent  injections 
of  the  same  substance. 

This  immunity  or  "  antianaphylaxis  "  as  Besredka  ^  and  Steinhardt 
have  called  it,  appears  immediately  aft<)r  recovery  from  the  scH'ond  in- 
jection. Antianaphylaxis  may  also  be  produced  if  animals  which  have 
n^ceived  the  first  or  sensitizing  dose  are  injected  with  comparatively 
larg(^  (iuantiti(»s  of  the  same  substance  during  the  preanaphylactic  period 
— or,  as  it  is  sometimes  spoken  of,  during  the  anaphylactic  incubation 
t  inie.  This  injection  should  not  \w  done  too  soon  after  the  first  dose,  but 
rather  toward  th(*  middle  or  end  of  the  preanaphylactic  period. 

If  given  within  one  or  two  days  after  the?  sensitizing  injection,  ana- 
phylaxis will  d(»vel()p,  nevertheless.  Whether  or  not  the  antianaphy lactic 
condition  is  transitory  or  permanent  is  not  yet  fully  shown.  Besredka 
and  Steinhardt  belic^ve  that  it  lasts  a  long  time,  while  Otto  found  guinea- 


1  Gay  ami  Southanl,  Jour.  Med.  Res.,  May,  1907. 

-  I)tM*rr,  in  Kranss  ami  Levaditi,  •'Ilamihuch,**  etc.;   2,  Die  Antikorper. 
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pigs  immunized  in  the  above  manner  to  lose  their  antianaphylaxis  within 
three  weeks. 

An  important  development  of  our  knowledge  of  the  phenomena  of 
anaphylaxis  was  achieved  when  Nieolle,  Otto/  Gay  and  Southard,'  and 
others '  succeeded  in  showing  that  the  hypersusceptible  state  could  be 
passively  transferred  to  normal  animals  by  injecting  them  with  the 
serum  of  anaphylactic  animals.  In  such  experim(»nts  the  serum  of  the 
anaphylactic  animal  is  first  injected  in  quantities  of  0.5  c.c.  or  preferably 
more,  and  twenty-four  hours  latt^  an  injection  of  the  specific  antigen — 
that  is,  the  proteid  used  for  sensitization — is  given.  The  animals  so 
treated  show  typical  symptoms  of  hypersusceptibility  and  oft<in  die. 

Simultaneous  inoculation  of  the  two  substances,  either  mixed  or 
injected  separately,  does  not,  according  to  Rosenau  and  Anderson,  pro- 
duce the  same  effect.  On  this  point,  however,  there  is  not  complete 
unanimity,  since  Weill-IIalle  and  Lemaire*  report  aphylactic  symp- 
toms in  guinea-pigs  injected  simultaneously  with  horse  serum,  and  the 
serum  of  guinea-pigs  hypersusceptible  to  horse  serum.  Reversal  of  the 
procedure  originally  described,  however,  may  be  successfully  practiced. 
Thus  Pick  and  Yamanouchi  ^  have  recently  succeeded  in  producing 
anaphylactic  symptoms  by  injecting  rabbits  first  with  beef  serum,  and 
some  time  later  with  anti-beef  serum  from  rabbits.  Their  experiments, 
however,  are  not  entirely  analogous  to  those  given  above,  since  the  anti- 
serum used  by  them  for  reinj(»ction  was  actually  a  precipitating  immune 
serum.  A  remarkable  fact,  observed  by  Otto,  is  that  the  serum  of 
guinea-pigs  who  have  been  given  the  sensitizing  or  first  injection  will 
confer  passive  anaphylaxis  on  the  eighth  or  tenth  day  after  injection, 
before  the  animals  themsc^lves  show  evidences  of  Ix'irig  actively  hyp)er- 
sensitized.  It  is  also  true  that  oc(!asionally  the  s(M'uni  of  antianaphy- 
lactic  animals  will  possc'ss  th(5  power  of  conferrin<!;  passive*  anaphylaxis 
ujwn  other  normal  animals. 

Anaphylaxis  may  also  be  passively  transmitted  by  inheritance. 
Thus,  according  to  Rosenau  and  Anderson,  tlie  young  of  anaphylactic 
guinea-pigs  show  hypei'susceptibility,  irrespective^  of  wlu^tlier  the  mother 
became  hypersusceptible  before  or  after  the  beginning  of  pregnancy. 


*  Otto,  loc.  cit. 

2  Gay  and  Southard,  loc.  cit. 

«  Nicolle,  Ann.  de  Tinst.  Pastour,  1907,  1908. 

*  WeiU-UaUv  and  Lemaire,  (\)mpt.  rend,  de  la  soc.  do  })inl..  1907. 
*PicA*  and  Yatnamntcki,  Wien.  klin.  Woch.,  xliv.  190S. 
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Such  anaphylaxis  has  no  reference  whatever  to  the  condition  of  the 
father,  and  is  not  transmitted  by  the  milk. 


THEORIES  OONOERNINa  ANAPHTLAXIS 

Our  present  knowledge  of  anaphylaxis  is  largely  empirical.  We  are 
not  \('t  in  a  position  to  correlate  the  many  data  gained  experimentally 
into  a  theory  w^hich  offers  anything  like  a  satisfactory  explanation  for 
all  th('  phenomena  observed.  Nevertheless,  a  number  of  hypotheses 
have  been  advanced  which  deserve  serious  consideration,  since  they  are 
experimentally  supported  and  may  serve  as  points  of  departure  for 
future  research. 

One  of  the  earliest  ideas  advanced  was  based  up>on  the  Ehrlich  th(H)ry 
of  receptor  ov(»rproduction  by  tissue  cells  during  inmiunization.  It  was 
suggested  that  hypersusceptibility  might  well  be  due  te  the  stimulation 
of  new  specific  receptors  which  as  yet  remained  sessile  upon  the  body 
c(ills  instead  of  having  been  thrown  off  into  the  blood  stream.  As  a 
conse(iu(?nce,  the  cells,  having  an  affinity  for  more  of  the  texic  substance 
of  the  antigen  than  they  possessed  normally,  had  become  more  vulnerable. 
This  opinion,  however,  is  hardly  tenable,  in  face  of  the  facts  of  passive 
anaphylaxis,  in  which,  we  have  seen,  the  hypersusceptibility  may  be 
transmitted  with  the  serum  of  the  sensitized  individual. 

V.  Pirquet  and  Schick,*  as  well  as  many  other  observers,  have  re- 
ganU^l  the  anaphylactic  process  as  analogous  to  other  immune  reactions, 
and  believe  that  an  antigen  in  the  serum  first  injected  produces  a  specific 
antibody.  The  reaction  between  these^two  substances  following  the 
second  injection  j!:ives  rise  to  the  anaphylactic  symptoms.  The  essen- 
tial feature  of  this  opinion  is  the  assumption  that  the  substance  which 
sensitizes  after  th(^  first  injection  is  identical  with  that  which  exerts  the 
anaphylactic  injury  after  reinjection. 

Wolff- Misner'  has  expressed  a  belief  which  has  found  much  experi- 
nuMital  support  in  the  hands  of  Vaughan  and  Wheeler.'  Wolff-Eisner 
holds  that  all  cells  and  proteids  contain  a  toxic  substance  which  is 
characterized  by  its  inability  to  produce  a  neutralizing  antibody  when 
injected  into  animals.  The  first  injection  produces  a  lysin  for  the 
pr()t(nd  inj(»ct(Ml,  which  possesses  the  power  of  liberating  such  poisons 
from   th(^   complex  molecule.     A   siTond  injection  is  followed,  conse- 


1  r.  Pirquet  iind  Schick,  loc.  cit. 

=  Wolff-Eisner,  Berl.  Win.  Woch..  1904. 
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quoiitly,  by  a  rapid  liberation  of  the  toxic  fraction,  and  injury  to  the 
animal  results.  This  view  has  been  expressed  in  slightly  different  form 
by  Richct  *  and  has  been  more  clearly  formulated  and  experimentally 
supported  by  Vaughan  and  Wheeler ^  who  were  actually  able  to  extract 
from  various  proteids  toxic  substances  which  gave  rise  in  animals  to  a 
symptom  complex  not  unlike  that  of  t>T)ical  anaphylaxis.  (Extrac- 
tion with  alkalinized  seventy-per-cent  alcohol.) 

Not  entirely  unlike  these  views  is  the  hypothesis  advanced  by  Gay 
and  Southard,^  who  assume  that  a  part  of  the  proteid  introduced  on  first 
injection  is  assimilated  and  removed,  but  that  another  part,  unassimi- 
lable,  renuiiris  in  the  circulation  and  exerts  a  constant  irritation  upon 
the  tissue  cells,  rendering  them  abnormally  susceptible  to  reinjections 
of  the  same  substance.  They  speak  of  this  toxic  or  irritating,  non- 
assimilable substance  as  "anaphylactin,"  and  believe  that  in  passive 
sensitization  it  is  the  transference  of  this  element  which  renders  the 
recipi^^nt  anaphylactic. 

Opposed  to  the  opinions  of  most  other  workers  is  that  expresscil 
by  Besredka.^  Besredka  believes  that  the  substance  which  produces 
sensitization  is  not  idt^ntical  witli  that  which  gives  rise  to  the  symptoms 
on  rehijection.  According  to  his  conception  of  the  process,  the  sensitiz- 
ing inj(!cti()n  contains  an  active  element  (called  by  him  " sensibilisiiio- 
gen"),  which  gives  rise  in  tlie  injected  animal  to  a  specific  antibody 
C^seasibilisin").  This  sensibilisin  circulates  in  the  blood  and  is  stored 
by  the  ci^lls  of  the  central  nervous  system.  On  reinjection  of  the  same 
proti'id,  a  reaction  takes  place  Vjetween  the  anchored  sensibilisin  and  a 
third  substance,  present  in  the  proteid  and  not  identical  with  sensibili- 
sinogen,  which  acts  typically  upon  the  nerve  cells  and  gives  rise  to  the 
symptoms.  This  third  substanc(i  he  speaks  of  as  ^*antLsensibilisin." 
That  the  process  of  anaphylaxis  takes  place  probably  in  the  nervous 
system  is  rendered  i)lausible  by  the  fact  that  ether  narcosis  seems  U) 
prevent  its  occurrence  (a  fact  maintained  by  Besredka  but  contradicted 
by  Rosenau  and  Anderson).  Fuilhermore,  direct  introduction  of  the 
second  dose  into  the  brain  gives  rise  to  more  rapid  and  violent  anaphy- 
laxis than  wlu^n  any  other  rout(^  is  c!K)S(»n.  Besredka  calls  attention  to 
the  fact,  flirt hermor(\  tliat  no  anaphylactic  symptoms  occur  when  the 
serum  of  a  sensitive  animal  is  introduced  into  another  animal  simul- 


»  Hichet,  Ann.  de  I'inst.  Pastour.  xxi.  1907. 

=  Vauiffuin  and  Wheeler,  Jour.  Infect.  Dis..  iv.  1907. 

'  Gay  and  Southard,  Ukj.  cit. 

*  Besredka,  Ann.  dc  J'inst.  Pasteur.  1907  and  19US. 
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taneously  with  its  specific  proteid,  but  only  when  the  scrum  of  the 
sousitized  animal  precedes  the  injection  of  its  antigen.  This,  he  argues, 
points  to  an  anchorage  of  the  sensitizing  elements  to  the  body  cells 
bofon*  an  anaphylactic  injur}'  can  occur.  If  the  two  substancse, 
sensibilisin  and  antisensibiUsin,  meet  in  the  blood  stream,  no  harm 
results,  the  elements  neutralize  each  other  and  the  animal  is  anti-ana- 
phylactic.  His  contention  that  there  are  two  separate  elements, 
sonsibilisinogen  and  antisensibilisin,  in  the  original  proteid,  is  based  on 
the  fact  that  sensitization  can  be  accomplished  by  stTa  heated  to  from 
100°  to  120°  C,  but  that,  aft^»r  sensitization,  no  anaphylaxis  results  if 
th(»  injected  serum  be  exposed  previously  to  temperatures  of  100°  C, 
and  the  reaction  is  rendered  much  less  violent  even  by  exposure  of  sera 
to  temperature  of  50  to  60°  C. 

Uecently  an  attempt  has  been  made  to  associate  the  phenomena  of 
anaphylaxis  with  the  formation  of  precipitates.  Hamburger^  early  ex- 
pressed the  opinion  that  anaphylaxis  may  be  nothing  more  than  the  for- 
mation of  emboli  by  serum  precipitates.  This  view,  how- ever,  has  found 
few  adhenmts  in  face  of  the  facts  that  we  have  no  positive  evidence 
of  th(»  actual  occurrence  of  precipitates  in  the  blood  streams  of  living 
animals,  and  that  it  has  been  shown  by  Friedemann'  that  the  precipitates 
proihiced  in  vitro  will,  when  injected  intravenously  in  animals,  pass 
through  the  capillaries  without  harmful  effects. 

Doerr  and  Russ,'*  on  the  other  hand,  have  recently  studied  carefully 
th(^  relationship  between  anaphylaxis  and  the  precipitin  rt»action  and 
have  shown  a  close  parallelism  between  the  two.  These  obscTvers  in- 
jected rabbits  with  precipitating  antisera  and  twenty-four  hours  lat<*r 
treated  the  same  animals  with  the  antigen  employed  for  the  production 
of  these  precipitating  sera.  They  found  that,  in  such  experiments,  the 
regularity  of  occurrenc(j  and  degree  of  anaphylaxis  which  ensued,  were 
directly  proportionate  to  the  precipitating  j>owers  of  the  serum  first 
injected.  They  claim,  from  such  results,  that  precipitable  antigen  and 
anaphylactic  antigen  are  identical  substances.  They  conceive  the  phe- 
nomenon of  anaphylaxis  as  a  reaction  between  precipitins,  attached 
to  the  tissue  cells,  and  the  prt»cipitable  antigen.  In  other  words,  the 
anaphylactic  shock  is  looked  upon  as  an  intracellular  prc^cipitin  ivaction. 

Friedberger  and  Hartoch^  have  recently  called  attention  to  another 

'  Hamburger,  (piotetl  by  T'.  FricHleinaiiu,  Zeit.  f.  Immiinitatsforschung,  ii.  HXK). 

^  Friedmuinn,  loc.  cit. 

» Doerr  iind  Russ,  Zeit.  f.  Immiinitatsforschung,  iii,  1909. 

*  Friedbertjer  und  Hartoch,  Zeit.  f.  Immunitjitsforschung,  iii,  1909. 
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factor  which  may  possibly  lead  to  further  elucidation  Of  phenomena  of 
hypersusceptibility.  They  have  shown  that,  in  passive  anaphylaxis  at 
least,  simultaneously  with  the  occurrence  of  symptoms,  there  is  a  marked 
diminution  of  complement  in  the  serum  of  the  treated  animal.  Intra- 
venous injection  of  substances  which  prevent  complement  absorption  in 
vitro — concentrated  salt  solution,  for  instance — prevented  anaphylaxis 
in  both  actively  and  passively  sensitized  animals.  They  suggest  that 
sudden  removal  of  complement  from  the  circulation  has  a  definite  causal 
relationship  to  anaphylaxis.  More  work  will  have  to  be  done  along  these 
lines  before  an  opinion  can  be  expressed  in  regard  to  the  validity  of  their 
conclusions. 


CHAPTER  XX 

FACTS  A\D    PROBLEMS    OF  IMMUNITY    IN    THEIR  BEARING  UPON 
THE  TREATMENT  OF  INFECTIOUS  DISEASES 

While  tho  various  facts  and  theories  of  immunity  and  infection  have 
l)(M»n  pivon  in  the  preceding  sections,  no  systematic  attempts  hav(»  been 
niiide  to  correlate  the  facts  presented,  or  to  deti^mine  their  Iwaring  on 
th(^  most  vital  problem  of  all — the  treatment  of  infe(^tious  dLseases. 

To  understand  more  fully  this  point  of  view,  it  is  neceasary  briefly 
to  recall  certain  of  th(»  facts  which  ai^e  knoA\Ti  about  the  physiology, 
metabolism,  and  composition  of  the  bacteria,  and  of  their  ability  to 
neutralize  directly  or  to  respond  adaptively  to  the  agents  directed  against 
them  bv  the  invaded  animal.  Some  of  these  facts  are  so  well  understood 
that  piissing  mention  here  is  sufficient:  such,  for  instance,  is  the  fact 
that  certain  microorganisms,  especially  the  bacilli  of  diphtheria  and  tet- 
anus, secr(»te  soluble  poisons  both  during  artificial  cultivation  and  dur- 
ing their  life  in  the  animal  body,  which  poisons  are  eminently  toxic. 
These  poisons  an*  tiiie  sec^retions  and  are  largely  independent  of  the 
composition  of  the  surrounding  medium  so  long  as  this  favors  the  physi- 
ologic activities  and  growth  of  the  gc^mis.  Such  germs,  then,  once  having 
gained  even  an  insecure  foothold  in  the  animal  body,  by  no  matter  what 
favoring  ciirumstances,  are  possessed  of  a  powertul  weapon  of  ofT(»ns(» 
against  th(*  sensitive  physiologic  bases  of  the  host  and,  possibly,  of  de- 
fense against  its  more  immediate  and  mobile  means  of  combating  the 
g(»rms  themselves.  In  the  case,  howev(»r,  of  most  oihor  i)athogenic 
bacteria,  th(*  s(»cr(»tion,  at  least  in  artificial  media,  of  such  highly  soluble 
and  potent  poisons  has  not  been  demonstrated  satisfactorily,  although 
certain  investigations  point  fairly  conclusively  to  the  production  of 
some  minor  bodies  which  have  been  shown  to  act  d(*letcriouslv  on  the  red 
blood  cells  and  on  the  leucocvtes — the  hemolvtic,  leucocidic,  and  leu- 
colytic  substances  which  are  looked  on  Jis  probably  tiTic  soluble  toxins, 
like  the  toxins  of  diphtheria  and  tetanus,  which  give  rise  in  the  animal 
body  to  the  producticm  of  true  antitoxins:  t.e.,  are  neutralized  by 
their  antisera,  unit  for  unit,  according  to  the  law  of  nmltiples. 
20  305 
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Other  minor  poisons  may  in  some  instances  be  demonstrated  in 
culture  media,  and  also  may  possibly  be  formed  in  the  animal  body  by 
the  metabolic  activities  of  the  germs.  These  arc  either  simply  waste 
products  of  metabolism  or  bodies  due  to  the  decomposition  of  the 
nutrient  media  in  which  the  germs  are  gowing.  These  bodices  are  usually 
referred  to  as  ptomains,  and  differ  entirely  from  the  tnie  secreted  toxins, 
both  in  their  chemical  composition  and  in  their  physiologic  a(^tion,  re- 
sembling in  both  of  these  the  alkaloids.  They  are  not  known  to  give 
rist^  to  antibodies  of  any  kind  in  animals. 

Apart  from  all  the  poisons  just  mentioned;  i.e.j  the  toxias,  hemoly- 
sins, leucocidins,  and  ptomains,  there  is  supposed  to  exist  a  most  vitally 
important  and  interesting  group  of  poisonous  substances,  the  so-called 
endotoxins.  Th(»se,  so  far  as  our  knowledge  goes,  are  poisons  rather 
firmly  seated  in  the  bacterial  cell,  which  are  not  secn^ted  in  our  ordinary 
cultur;!  mc^diji,  and  are  supposed  by  most  observers  not  to  be  separable 
in  th(*  animal  fluids  and  tissues  from  the  intact  bacterial  cell.  These 
poisons  may  be  demonstrated  in  old  cultures,  in  which  the  bacteria 
are  dead  and  disintegrating  or  undergoing  autolysis — althougli  PfeiffcT 
does  not  consider  autolytic  products  necessarily  similar  to  endotoxins 
— or  they  may  be  obtained  by  destroying  the  bacteria  mechanically  by 
pressure*  and  grinding,  or  by  breaking  them  while  frozen.  In  the  animal 
body  they  are  said  to  become  free  when  th(^  bacteria  di(;  and  decompose 
or  are  disintegrated  by  the  digestive  bodies  ])v  which  they  have  been 
attacked.  These  endotoxins  are  recognized  by  the*  fact  that  they 
do  not  call  out  true  antitoxins  w-hich  b(H'onie  free*  in  the  plasma  and 
serum,  but  do,  nevertheless,  lead  to  the  formation  of  digestive  antibodies, 
these  not  following,  however,  the  "law  of  multiples'^  in  protecting  in- 
fected animals  from  the  poisons.  The  liberation  of  these  poisons  by  the 
destruction  of  bacteria  in  the  animal  body  is  best  illustrated  by  the  so- 
called  phenomenon  of  Pfeiff(T  which  takes  place  whtni  chol(»ra  vibrios 
and  immune  cholera  serum  are  introduced  into  the  peritoneal  cavity 
of  a  guhiea-pig.  If  specimens  are  withdrawn  fiom  time  to  time  from 
the  peritoneal  cavity  of  an  animal  so  treated,  a  ra])i(l  sw(^lling  up. 
disintegration,  and  disappearance  of  the  vibrios  can  readily  be  demon- 
strated. The  organisms  apparently  do  not  multiply  in  the  animal  body 
under  these  conditions  and  are  almost  immediatelv  dest  roved.  This 
disintegrating  power  is  also  claimed  for  the  body  fluids  of  normal 
animals  and  is  supposed  to  be  demonstrated  by  th(>  following  experi- 
ment. When  graded  quantities  of  a  fresh  cholera  culture  are  introduced 
into  the  peritoneal  cavity  of  normal  guinea-pigs  of  equal   weight,  the 
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following  phenomena  can  be  regularly  observed:  Minimal  closes  of  the 
culture  produce  a  febrile  condition  which  continues  for  a  few  hours  with 
no  serious  symptoms.  Slightly  larger  doses  give  rise,  after  a  short 
interval,  during  which  there  is  fever,  to  a  marked  drop  in  tempera- 
ture and  definite  symptoms  of  cholera  poisoning — muscular  weakness, 
twitching,  and  general  prostration.  These  symptoms  of  poisoning  then 
gradually  disappear,  and  after  twenty-four  hours  the  guinea-pigs  are 
again  normal.  If  the  quantity  of  cholera  culture  injected  is  carefully 
increased  up  to  the  minimal  lethal  dose,  the  animal  dies  with  all  the 
symptoms  of  cholera  intoxication,  but  on  autopsy  the  peritoneum  is 
found  to  be  entirely  sterile,  or  only  a  few  isolated  cholera  spirilla  are 
found,  usually  inclosed  in  pus  cells.  Finally,  if  larger  quantities  of 
living  cholera  spirilla  are  injected,  the  peritoneal  cavity  shows  a  profuse, 
serous,  sometimes  hemorrhagic  exudat<>,  which  contains  innumerable 
actively  motile  microorganisms.  The  point  of  interest  in  this  experi- 
ment is  the  demonstration  of  the  fact  that  the  normal  guinea-pigs 
which  n^ceive  enough  of  the  cholera  vibrios  to  prove  fatal  have  de- 
stroy(»d  the  vibrios  and  presumably  died  from  the  poison  thus  liberated, 
and  not  from  poisons  secreted  by  living  vibrios,  or  from  an  overcoming 
of  their  systems  by  the  rapid  multiplication  of  the  organivsms.  It  Ls  only 
wh(ni  the  animal  system  is  previously  flooded  with  an  overwhelming  dose 
that  the  vibrios  are  found  alive  and  multiplying  even  locally  in  the  peri- 
toneum after  death.  This  does  not  mean,  however,  that  no  multiplica- 
cation  ever  goes  on  hand  in  hand  with  the  destruction  of  the  germs  in  the 
infected  animal;  on  the  contrary',  such  a  multiplication  is  probably  the 
rule  rather  than  th(»  exception,  as  has  been  shown  fairly  conclusively 
by  the  experiments  of  lladziewsky,  and  was  beautifully  illustrated  by 
an  experiment  of  Pfeiffer  and  Wassermann,  who  aft(?r  having  shown  that 
the  blood  si»rum  of  human  beings  who  have  recovered  from  Asiatic  chol- 
era hits  the  power  to  protect  guinea-pigs  from  ordinarily  fatal  doses 
of  ch()l(»ra  spirilla,  even  when  used  in  high  dilutions,  then  proved  that 
this  protective  power  is  not  an  antitoxic  one,  but  depends  largely,  if 
not  entirelv,  on  the  abilitv  of  the  semm  to  aid  in  the  immediate  dissolu- 
tion  of  th(»  vibrios.  Thus  animals  which  receiv(»d  onlv  a  fraction  of  a 
milligram  of  such  a  s(Mum  were  able  to  bear  the  injection  of  a  loopful  of 
virulent  cholera  vibrios,  practically  without  reaction,  while  control 
animals  succumbed  to  one-fourth  of  the  dose  with  typical  symptoms. 
Now,  however,  if  the  dosr^  was  incn'ius(»(l  to  thrc^e  or  five  loopfuls,  not 
even  t(»n  thousand  times  the  original  amoimt  of  thv  serum  would  protect 
the  animals  against  the  inoculation.    The  toxic  effects  may,  in  fact,  as 
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shown  by  Pfeiffor,  appear  with  extraordinaiy  rapidity,  so  that  in  th(*sc' 
animals  the  temperature  may  show  the  lethal  drop  within  two  hours 
after  inoculation,  while  control  animals  which  have  n^ceivecl  the 
same  quantity  of  cholera  germs  without  the  serum  may  not  show  a 
similar  lethal  drop  in  temperature  for  four  to  five  hours. 

An  explanation  of  the  results  of  this  experiment  is  found,  probably, 
in  the  fact  that  guinea-pigs  are  able  to  withstand  a  certain  quantity  of 
the  intracellular  cholera  poison  (endotoxni)  which  may  be  represented  by 
one  loopful  of  a  fresh  culture.  If  the  animals  are  given  smaller  quantities 
without  th(^  serum,  say  one-fourth  to  one-half  loopful,  the  bacteria  may 
increase  for  a  time  without  producing  marked  symptoms.  Parallel 
with  th(»  increase^  however,  the  phenomenon  of  germ  dcstniction  is 
going  on  and  characteristic  symptoms  of  intoxication  appear  at  th<! 
moment  when  tlie  number  of  vibrios  destroy(Ml  has  IxM'ome  so  large  that 
it  corn^sponds  to  more  than  one  loopful  of  the  cholera  cultuiv.  An 
animal  will  thus  withstand  a  culture  of  any  size  when  mixed  with  im- 
mune serum,  if  the  dose  does  not  exceed  the  limit  of  intoxication  before 
it  is  entirely  destroyed.  On  the  oth(»r  hand,  when  guinea-pigs  I'eceivc 
the  larg(T  dose  of  thre(?  to  five  loopfuls,  the  serum,  not  being  anti- 
toxic, is  not  able  to  counteract  the  fatal  (effects  of  the  liberat^Ml 
cholera  poisons,  Ijut,  on  the  other  hand,  enormously  increases  the  rate 
of  destruction  of  the  vibrios,  and  hence  intoxication  appears  earlier 
in  such  treated  aninuils  than  in  the  controls  n^ceiving  the  organisms 
alone. 

This  classic  cholera  experiment  has  been  selected  because  it  illus- 
trat(»s  the  most  extreme  limit  of  the  endotoxin  point  of  view,  and,  further, 
because*  the  cholera  organism,  standing  at  on(i  (*nd  of  the  scale,  is  the 
most  extreme  example  of  j^athogenicity  by  virtue  of  its  own  destruction, 
while  the  diphtheria  bacillus  at  the  other  end,  as  we  hav(»  seen,  is  one 
of  the  classic  exam])les  of  pathogenicity  by  virtue*  of  seM'reted  toxins. 
Neither  of  theses  organisms  is  truly  invasive  or  highly  ])arasitic,  and  both 
are  harmful  usually  by  the  action  of  their  poisons  alone  and  acting,  as  it 
were,  from  a  base^  of  supply  on  the*  periphery  of  the*  animal  system.  Be- 
tween the'se  two  extremes  stand  all  grades  of  pathogcMiic  and  infective 
germs. 

These  two  organisms  are*  typical  examples  of  the'ir  kind,  but  there 
are  few  organisms  which  se»crete»  such  highly  toxic  solul)l('  bo( lie's  as  do 
diphtheria  bacilli,  and  there  are  few  se)  susceptible'  as  the  e'holeMa  organ- 
ism to  disintegration  withhi  the  animal  body;  an«l  ye't  tlu're  are  many 
germs  which  arc  extremely  pathogenic,  and  in  many  case's  capable  of 
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severely  and  detrimentally  infecting  the  animal  body.  In  view  of  this 
unquestioned  fact,  the  teaching  which  considei-s  all  poisonings  as  due 
either  to  tnie  soluble  secret(»d  poisons,  or  to  true  endotoxins  liberated 
only  on  disintegration  of  the  bacterial  cell,  Ls  probably  too  narrow;  and  it 
would  seem  not  unlikely  that  many  organisms,  possibly  all,  secrete  l)odies 
which  are  not  soluble  in  their  condition  at  secretion  in  culture  media  or 
in  th(»  body  fluids,  but  which  are  susceptible  to  digestion  in  the  animal 
body,  and  may  thus  become  soluble  and  assimilable,  and  when  toxic  act 
hannfully  on  the  body  cells.  This  question  is  an  important  one  and 
will  be  considered  later.  Besides  these  actively  poisonous  bodies  which 
we  have  b(»en  considering,  there  are  probably  bodies  such  as  some  at 
least  of  the  substances  called  aggressins  by  Bail,  which,  while  not  being 
toxic  in  themselves  for  the  animal  bodv,  nevertheless  are  active  defen- 
sive  agents  of  the  bacteria,  probably  neutralizing  certain  bodies  of  the 
animal  economy,  which  are  indirectly  injurious  to  the  bacteria.  Further 
tluin  this,  certain  bacteria  may  be  furnished  with  envelopes,  capable 
possibly  of  protecting  them  either  chemically  or  physically  from  harm- 
ful influences. 

Som(;  clarity  of  conception  may,  as  we  have  suggested,  be  gained 
by  comparing  some  of  tlu*  products  of  pathogenic  bacteria  with  bacterial 
])igments  and  with  insoluble  interstitial  or  intercellular  substance, 
which  may  })e  s(H'n  accompanying  bacteria  in  cover-glass  prepara- 
tions. Soluble  toxic  secretions  are  to  be  compared  to  such  pigments 
as  th(»  pyocyanin  of  Bacillus  pyocf^aneus,  which  is  so  readily  soluble  in 
cultun*  media;  endotoxins  proper,  to  pigments  confined  to  the  bac- 
terial cell  or,  at  least  when  secn'ted,  being  insoluble  in  culture  media, 
siirh.  for  instanc(\  as  the  well-known  red  pigment  of  Bacillua  pnxiigioauH^ 
which  may  ofttMi  be  seen  fr(H>  among  tlu^  bacteria  in  irn^gular  nnl  gran- 
ul(\s  like  cannin(^  pow(l(»r.  That  bodies  such  as  this  lattcT  might  be 
rxtruded  from  pathogenic  })acteria,  and  not  be  soluble  in  the  usual  cul- 
ture fluids,  is  not  improbable,  and  the  fact  that  more  or  less  insoluble 
interstitial  substances  are  not  infreciuent  among  bact(»ria  is  well  known. 
Among  pathogenic  germs  these  characters  are  often  more  marked  in 
freshly  isolated  cultures.  The  sticky,  almost  .slimy  character  of  cul- 
tures of  meningococcus  may  }>e  recalled,  a  charact<»r  which  tends  to 
disappear  after  a  few  generations  of  artificial  cultivation,  and  the  highly 
nnicinous  capsule  of  the^  SireptoroccuH  m  ucos us  wYiicYi  tends  to  decrease 
under  artificial  cultivation,  as  do  also  the*  capsules  of  pneumococci  and 
streptococci. 

Now,  it  seems — and  this  view  has  be(»n  supported  by  Walk(T,  Deutsch, 
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Welch,  and  Eisenberg,  and  is,  in  fact,  but  an  axiom  which  would  be 
recognized  immediately  by  any  trained  biologist — that  all  micro- 
organisms will  adapt  themselves  so  far  as  is  permitted  by  their  physio- 
logic peculiarities  to  the  stress  of  the  environment,  the  exact  direction 
which  this  adaptation  will  take  being  determined  by  the  character  of 
the  environment,  chemical  and  physical,  and  the  physical,  chemical,  and 
physiologic  characteristics  of  the  germ  involved. 

Thus  far,  in  considering  the  means  of  offense  and  defense  at  the  com- 
mand of  the  bacteria,  we  have  largely  left  out  of  consideration  the  ani- 
mal organism  against  which  these  are  directed,  or  by  the  changes  in 
whose  functions,  metabolism,  tissues,  cells,  and  fluids,  we  are  largely 
made  aware  of  their  existence. 

The  internal  d(»fenses  of  the  animal  body — and  with  these  alone  we 
are  conc(»med — have  largely  been  elucidated,  as  we  have  seen,  through 
morphologic  investigation  of  cellular  activities  taking  place  in  the  ani- 
mal body  or  under  controlled  conditions  in  the  t«st  tube,  and  by  visible 
reactions  taking  place  in  test  tub(\s  b(»tween  the  fluids  of  normal  or  im- 
munized animals  and  the  bacteria  and  their  products,  and,  finally,  by 
the  more  purely  physiologic  tests  of  the  protecting  power  and  mechan- 
ism of  action  of  animal  fluids  or  extracts  when  introduced  into  another 
aninuil  of  the  same  or  different  species,  along  with  the  bacteria  or  their 
j)roducts. 

Such  studies  have,  as  is  well  known,  afforded  a  vjist  amount  of  in- 
formation. Through  them  the  soluble  s(»creted  bacterial  poisons  have 
been  demonstrated  and  have  ]>een  found  to  stimulate  the  production  of 
neutralizing  bodies,  the  antitoxins;  ])acteria  and  tli(»ir  culture  filtrates 
have*  ])een  shown  to  call  forth  bodies  which  are  pr(\sent  in  the  serum  of 
aiumals  treated  with  them,  and  which  cause  a  precipitation  of  certain 
bacterial  constituents  of  the  filtrate — the  pn^cipitins;  and  injections  of 
animals  with  bacteria  or  their  products  have  been  found  to  cause  the 
production  of  bodies  which  are  present  in  the  serum  and  which  have 
the  power  of  agglutinating  tluj  bacteria  when  brought  into  contact  with 
th<»m— the  agglutinins;  and  other  bodies  are  likewise*  produced  which 
are  capable  under  proper  conditions  of  killing  the  bacteria — the  bac- 
tericidal substances — or  c^ven  of  dissolving  th(*m  as  we  have  seen  in 
some  instances — the  bacterioljiiic  .substances.  All  of  these  bodies  may 
be  demonstrated  in  the  serum  of  certain  nornuil  animals  and  may  \yo 
shown  to  be  increased  during  the  immunization  of  the.se  animals  with 
bacteria  or  their  products.  The  complementing  body,  however,  which 
is  nec<»ssar}'  for  the  activation  of  the  bactericidal  and  bact^ariolytic 
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bodies  is  not  known  to  be  increased  during  immunization,  at  least  so 
far  iis  its  presence  in  the  serum  is  concerned. 

These  facts  we  have  learned  from  the  study  of  the  serum;  on  the 
other  hand,  the  morphologic  investigations  instigated  and  carried  on 
largely  l)y  Mt'tchnikoff  and  his  followers  have  taught  us  the  great  part 
which  the  formed  elements  of  the  blood  and  lymph  play  in  the  protec- 
tion against  and  cure  of  germ  diseases,  and  the  importance  of  the  poly- 
niorplionuel(»ar  and  large  mononuclear  leucocytes  as  phagocytes  is  now 
widely  recognized. 

Of  these  cells,  the  polymorphonuclear  leucocytes  take  a  very  active 
part  in  the  ingestion  and  destruction  of  bacteria,  while  the  large  mono- 
nu(l(»ar  leucocytes  and  endothelial  cells,  especially  those  lining  the  blood 
V(\ss(»ls  and  ])ody  cavities,  although  also  able  to  ingest  bacteria  directly, 
are  chiefly  active  in  taking  up  cells  of  animal  origin,  principally  those 
whicli  necessarily,  in  the  normal  course  of  events,  belong  to  the  same 
animal  and  have  probably  become  injured  or  have  suffered  death. 

It  does  not  seem,  in  this  connection,  a  far-fetched  idea  to  suppose 
that  j)hagocytic  cells  may  use  naturally  other  cells  and  bacteria  as  a 
pait  of  th(»ir  regular  food  supply.  The  polymorphonuclear  leucocytes 
may  thus  depend  to  some  extent  on  the  ever-entering  bacteria  and  their 
remains;  for,  as  we  know,  bacteria  are  constantly  entering  along  the 
reguhir  channc^ls  of  al)sorption;  and  it  is  just  as  obvious  that  numbers 
of  blood  and  tissue  cells  are  constantly  dying  out  and  must  be  disposed 
of,  for  such  proc(»sses  are  always  in  evidence  in  the  spleen,  and  the  inges- 
tion of  polymorphonuclear  leucocytes  by  the  large  mononuclears  can  be 
ohst'rved  whenever  leucocytes  are  collected  in  exudates,  due  either  to 
infections,  ])oisons,  or  supposedly  benign  irritants.  The  simple  fact 
that  tli(\se  cells  retain  the  basic  physiologic  activities  and  an  ability  to 
ingest  and  digest  food  in  its  crudest  form,  which  ability  was  the  heritage 
of  their  free-swimming  ancestors,  and  that  they  have  not  suffered  the 
total  specialization  and  physiologic  degeneracy  of  the  fixed  tissue  cells, 
seems  sufficient  evirlence  to  warrant  the  conclusion  that  they  are  most 
actives  factoi-s  in  the  protection  of  the  specialized  internal  tissue  cells, 
which  control  the  general  metabolism  and  higher  functions  of  the 
animal  l)ody.  It  seems  worth  mentioning  that  the  leucocytes,  alone 
prohaljly  of  all  the  true  cells  of  the  body,  are  entirely  independent  of  the 
nerve  control,  and  are  subject  only  to  the  stimulation  of  their  chemical 
and  physical  environment,  and  are  thus  susceptible  of  adaptation  to 
and  capable  of  siil)serving  various  purposes  which  would  be  fatal  to  the 
duties  of  cells  controlled  by  the  nerve  mechanism  for  the  special  func- 
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tions  of  the  organism  at  large.  Further  than  this  the  death  of  leuco- 
cytes does  not  matter,  as  would  the  death  of  specialized  and  nervt^ 
controlled  cells,  for  no  special  metabolic  or  functional  derangement 
occurs  from  their  destruction. 

In  considering  this  independence  of  the  leucocytes  it  must  not  be 
assumed  that  they  have  not  varied  from  primitive  ameboid  cells,  for  un- 
doubtedly their  life  and  proper  functioning  are  largely  determined  by  the 
special  plasma  in  which  they  live,  and  it  may  be  that  their  food,  although 
at  times  crude  compared  with  that  of  the  other  body  cells,  is  never- 
thel(»ss  usually  prepared  for  them  by  processes  going  on  in  the  plasma. 

Questions  relating  to  the  independence  and  to  the  interrelation  of 
the  plasma  and  leucocytes  in  their  action  on  invading  microorganisms 
and  the  action  of  plasma  as  compared  with  serum  have  been  ground  for 
scientific  strife  for  many  years,  one  side  contending  for  the  activity  of 
the  plasma,  the  other  for  the  activity  of  the  phagocytes;  the  humoralist 
at  first  neglecting,  if  not  absolutely  forgetting,  that  a  fluid  can  not  be 
self-replenishing,  while  the  supporters  of  phagocytosis  largely  over- 
looked the  fact  that  plasma  is  not  necessarily  an  inert  menstruum  such 
as  salt  solution. 

\\'hile  these  differences  have  been  to  some  extent  adjusted  by  the 
th(^ory  and  work  of  Ehrlich,  an  immediate  point  of  contention  is  still  the 
question  of  the  similarity  of  a(?tion  of  plasma  and  serum.  The  humoral 
school  contends  that  the  alexin  of  Buchner — complement  of  later 
writers — is  secreted  into  the  plasma,  while  the  MetchnikoflF  school 
claims  that  it  is  only  given  up  from  injured  leucocytes  in  the  body, 
and  to  the  serum  l>y  destruction  of  leucocytes  during  coagulation.  The 
MetchnikofY  school  admits,  however,  that  the  amboceptors  necessary 
for  bactericidal  and  bacteriolytic  action  are  formed  in  excess  in  the 
phagocytes,  and  given  off  from  these  to  the  j)lasma,  yet  asseits  that 
they  are  inactive  for  lack  of  the  complement  which  is  normally  retained 
in  the  leucocytes,  and  that  they  simply  prepare  the  bacteria  for  com- 
plete digestion  in  the  leucocytes.  The  relation  of  tlie  bacteriolytic  ambo- 
ceptors to  intracellular  digestion  is  not  settled,  although  it  seems  illogical 
for  a  digestive  body  to  be  produced  in  excess  that  hiis  not  arisen  from 
cells  by  the  stimulation  of  its  use,  and,  as  the  leucocytes  take  up  the 
bacteria,  they  are  the  most  likely  producei*s  and  users  of  this  body. 

In  1894  a  further  adjustment  of  differences  took  j)lac(\  when  certain 
phenomena  observed  by  Denys  and  his  pupil  Ixiclef  demonstrated  that 
the  act  of  phagocytosis  when  peiformed  in  serum,  in  souk^  instances 
at  least,  was  dependent  on  the  prest^nce  of  certain  substances  in  the 
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scrum.  Thus,  they  were  able  to  show  that  leucocytes  removed  from 
normal  blood  and  placed  with  bacteria  in  immune  serum  enulfed 
the  bacteria  actively,  while  leucocytes  from  immunized  animals  mixed 
with  bacteria  in  normal  serum  took  up  the  organisms  no  more  actively 
than  the  normal  leucocytes.  The  bodies  inciting  the  phagocytosis  must 
obviously,  then,  they  concluded,  be  in  the  serum.  Whether  these  bodies 
acted  on  the  leucocyte  or  on  the  bacteria  was  not  then  determined, 
but  Denys  concluded,  in  189S,  that  the  bacteria  were  directly  aflfected. 
Tlie  fact  that  the  action  is  exerted  on  the  bacteria  was  recently  de- 
termined positively  by  Wright  for  normal  serum,  and  by  Neufeld  and 
Rimpau,  independently  of  Wright,  for  immune  serum.  These  bodies 
have  been  called  opsonins  by  Wright,  and  bacteriotropins  by  Neufeld, 
and  have  been  shown  to  attach  themselves  to  the  bacteria  and  thus 
pr<»pare  them  for  ingestion  by  the  phagocytes.  It  has  also  been  shown 
b\'  various  observers  that  the  more  virulent  the  germ,  the  less  susceptible 
it  is  to  phagocytosis  and  the  more  potent  the  antisera  must  be  to  permit 
of  the  ingestion  by  the  cells. 

If  now,  for  clarity  of  conception,  we  summarize  briefly  the  disease- 
producing  ag(?nts  possessed  by  the  bacteria  and  the  opposing  substances 
of  the  serum  and  processes  of  the  animal  body,  we  find  the  true  toxins, 
including  probably  leucocidins  and  hemolysins,  opposed  by  antitoxins 
which  become  free  in  the  plasma;  the  bacterial  bodies  and  probably 
the  endotoxins  opposed  by  leucocytes,  and  possibly  directly  in  the 
[)hisma  by  lytic  substances  formed  of  amboceptor  and  complement, 
which  either  kill  or  dissolve  the  bacteria  and  free  the  endotoxins,  but 
do  not  neutralize  them;  and,  third,  we  have  probably  certain  secretions 
wliich  oppose  the  opsonins,  and  thus  prevent  phagocytosis — antiopsonins 
— bodies  which  may  possibly  be  the  so-called  aggressins  of  Bail,  and 
which  are  present  in  exudates  and,  although  not  toxic  in  themselves,  in- 
crease the  infectiousness  of  the  bacteria  with  which  they  aix;  injected; 
and,  finally,  opposed  to  bacteria  and  their  broth  filtrates  we  have  the 
agglutinins  and  precipitins,  the  activities  of  which  are  manifest  in 
serum,  but  whose  relation  to  immunity  is  not  altogether  obvious,  as 
tliey  have  not  been  shown  satisfactorily  to  bring  about  agglutination  or 
precipitation  in  the  animal  body. 

While  all  of  these  dififerent  functions  and  chemical  substances  are 
possessed  by  animals  as  a  class,  it  is  becoming  more  and  more  obvious 
that  these  are  not  always  present  or  active  in  the  same  degree,  and  that 
there  are  recognizable  differences  in  the  protective  mechanism  of  dif- 
ferent animal  species — in  species,  in  fact,  not  far  removed  from  each 
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Other  in  the  natural  classification.  An  explanation  of  reactions  to  a 
given  infection  which  applies  in  the  case  of  one  species  is  not,  therefore, 
obviously  applicable  in  the  case  of  another  species.  This  is  true  not  only 
of  the  mechanism  of  protc^ction  as  it  takes  place  in  the  serum  of  dif- 
fei-ent  animals  and  in  their  plasma,  but  also  of  phagoc>'tosis  and  phagocy- 
tic digestion  and  the  factors  which  contribute  to  the  perfection  of  these 
processes.  The  constant  stumbling-block  in  the  way  of  a  correct  in- 
terpretation of  processes  going  on  in  the  animal  body  is  our  inability,  as 
we  have  seen,  to  argue  from  serum  phenomena  to  phenomena  occurring 
in  th(^  plasma.  A  failure  to  keep  this  in  mind,  although  it  is  fully  recog- 
nized, has  undoubtedly  led  to  many  hasty  conclusions,  particularly 
connected  with  the  theory  of  lytic  immunity.  This  may  be  illustrated 
by  a  w(»ll-known  example:  Fresh  rabbit  serum  is  actively  germicidal  for 
anthrax  bacilli,  dog  scrum  is  not;  yet  rabbits  are  extremely  sensitive 
to  a  true  anthrax  infection,  while  dogs  are  very  resistant.  Experiment 
has  shown  that  there  are  lytic  amboceptors  in  the  sera  of  both  these 
animals,  but  that  the  dog's  serum  does  not  contain  the  complement 
necessary  for  their  action  on  the  bacilli;  the  complement  presumably 
has  remained  in  the  body  cells,  whereas  in  the  case  of  the  rabbit  it 
has  possibly  b(?en  liberated  from  the  leucocytes  during  clotting.  The 
reason  the  dog  is  insusceptible  is,  then,  not  because  of  a  more  active 
plasma  destruction  of  the  invading  anthrax  germs,  but  probably 
because  of  a  more  perfect  adjustment  of  the  cellular  mechanism  to  the 
infection,  although  if  we  simply  followed  the  theor}''  of  the  bactericidal 
action  of  serum  and  plasma  as  being  coextensive,  and  the  active  pi*o- 
te(?tive  mechanism,  the  ral^bit  should  have  been  protected,  while  the  dog 
should  hav(j  succumbed.  The  difference  here  pr()])ably  depends  upon 
th(j  j)ossession  of  all  requisites  for  the  peifect  performance  of  phagocy- 
tosis, and  the  complete  digestion  of  the  bacteria  by  the  phagocytes  of 
of  the  dog,  whik^  in  the  rabbit  either  the  mechanism  of  ingestion  is  in- 
complete or  the  cells  fail  to  cope  successfully  with  their  contents  after 
ingestion.  This  example  has  been  selected  because  anthrax  bacilli  have 
been  shown  to  contain  less  toxic  intracellular  bodi(\s — endotoxins — 
than  many  other  infectious  genns,  and  the  likelihood  of  the  rabbit  being 
poisoned  by  any  primaiy  plasma  disintegration  of  the  bacilli  is  not  ver>' 
great,  so  that  if  the  plasma  mechanism  had  con-esponded  to  that  of  the 
serum  the  animal  should  have  been  saved.  The  validity  of  such  an 
argument  would  not  have  lx»en  so  apparent  if  we  had  substituted 
cholera  vibrios  for  anthrax  bacilli  in  rabbits,  for  the  bodies  liberated 
from  cholera  bacilli  at  their  disintegration  are  very  toxic. 
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Even  if  the  evidence  so  far  in  our  possession  warranted  the  conclu- 
sion that  the  bactericidal  and  bacteriolytic  bodies  which  are  present 
in  the  sera  of  various  animals  are  present  and  acrtive  against  certain 
niicroorganisins  in  the  same  manner  in  their  plasma,  we  should,  never- 
th(»less,  still  have  a  number  of  microorganisms  which  are  singularly 
insusceptible  to  such  action  of  the  serum  or  plasma,  even  of  animals 
highly  immunized  against  them.  The  method  of  resistance  against 
th(^se  would  have  to  be  explained  by  a  different  mechanism,  and  if  this 
death  and  destruction  are  not  accomplished  in  the  plasma,  then  we  must 
look  largely  to  the  activities  of  the  leucocytes  for  their  accomplishment. 

Now,  not  only  the  serum  substances  which  further  leucoc}i;osis  have, 
as  we  have  sc^m,  received  much  attention  of  late,  but  the  bodies  an- 
tagonistic to  the  bacteria  which  are  supposed  to  be  contained  in  the  leu- 
cocytes hav(»  also  been  extensively  investigated. 

Exp(»riments  bearing  on  these  questions  make  it  appear  extremely 
probable  that  bac^tericidal  and  bacteriolytic  action  depend  on  two 
processes;  one  of  these  is  the  bacteriolytic  action  of  the  serum  and 
plasma,  the  other  the  bactericidal  action  of  substances  retained  in  the 
leucocytes.  As  an  example  of  the  type  supposed  to  depend  solely  on 
the  bactericidal  substances  of  the  semm  or  plasma,  the  mechanism  of 
the  natural  and  artificial  inmiunity  of  guinea-pigs  to  typhoid  and  cholera 
may  be  cit(^(l,  since  in  these  animals  no  one*  has  as  yet  succeeded  in  de- 
monstrating that  sul)stances  derived  from  the  leucocyt(*s  by  extrac- 
tion have  any  bactericitlal  action  on  the  organisms  of  these*  two  diseases. 
This  d()(\s  not  mean,  however,  that  the  bactericidal  action  takes  place 
naturally  outside  of  the  leucocytes,  for  the  bacteria  loaded  with  am- 
bocept0T*s  are  probably  taken  into  the*  leucocyte  and  thei-e  dig(\sted. 
As  examples  of  immunity  (l(»pending  on  substances  within  the  h^ucocytes, 
the  natural  and  artificial  immunity  of  dogs  and  cats  to  anthrax,  and  the 
imnumity  of  guinea-pigs  to  certain  strains  of  prot(»us,  may  be  cited, 
for  in  these  cases  the  IcHicocyte  extract  is  germicidal,  while  the  serum  is 
not. 

Stated  impartially,  then,  our  knowledge  of  immune  bodies  and  proc- 
esses stands  somewhat  thus:  I^odies  which  are  bactericidal  and  bac- 
teriolytic may  be*  present  in  the  plasma,  and  certainly  in  the  serum, 
wherever  this  is  formed  in  a  pathologic  process,  which  when  supplied 
with  complement,  either  normally  present  in  the  plasma  or  derived  from 
injured  leucocytes  or  other  sourc(*s,  may  be  active  against  microorgan- 
isms, either  killing  them  or  actually  breaking  them  up  in  some  cases  and 
liberating  bodies  whie'h  are  then  din^ctly  poisonous  or  Iwe'ome  so  by  fur- 
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ther  digestion.  Besides  these  germicidal  bodies,  there  are  other  bodies 
which,  while  not  directly  harmful  to  the  bacteria,  rendeT  them  powerless 
against  the  phagocyting  power  of  the  leucocytes.  These  bodies  nrv 
probably  present  in  the  plasma,  certainly  in  the  serum.  They  are  the 
opsonins  or  bacteriotropins. 

After  phagocytosis  has  taken  place,  the  germs  may  be  killed  and 
digested.  Some  of  the  bactericidal  bodies  of  the  j)hagocytes  are  bodies 
dififering  in  character  from  the  lytic  bodies  of  the  serum,  and  are  either 
not  given  off  to  the  serum  or  are  not  active  in  it;  but  there  is  no  proof 
that  the  lytic  amboceptors  present  in  the  serum  are  not  nomialh', 
in  part  at  least,  derived  from  the  leu(!Ocytes,  and  a(;tive  in  intracellular 
digestion  when  activated  by  complement.  This  is  supported  by  the  sup- 
position that  guinea-pig  leucocyte  extracts  are  not  germicidal  for 
cholera  and  typhoid  organisms.  Nevertheless,  intracellular  digestion 
of  these  germs  does  go  on;  it  is  possible,  therefon^,  that  the  ambo- 
ceptor present  in  the  plasma,  whatever  their  source,  attach  themselves 
to  the  germs  and  aid  in  intracellular  digestion. 

None  of  the  processes  just  mentioned  leads  to  the  formation  of  anti- 
toxins which  become  free  in  the  plasma  or  serum.  Now,  in  view  of  these 
facts  and  suppositions,  it  may  possibly  be  logi(*al  to  conceive  that  nearly 
all  pathogenic  germs  secrete  bodies  which  are  not  readily  soluble  in  cul- 
ture fluids  or  in  the  fluids  of  the  animal  body;  that  these  bodies  are  not 
readily,  if  at  all,  assimilable  by  non-phagocyting  cells.  These  bodies  may, 
however,  be  broken  up  by  digestive  bodies  present  in  the  seiiim,  and 
from  them  may  thus  be  liberated  a  poisonous  substances,  which  may 
then  be  a^ssimilated  by  th(»  higher  cells  of  the  body,  and,  when  in  suffi- 
cient quantity,  cause  death.  The  more  rapid  the  procc^ss  of  liberation 
the  more  quickly  death  ensu(»s.  This  plasma  digestion  is,  then,  according 
to  this  conception,  a  mechanism  which  is  faulty  when  aj)plied  to  bacteria 
and  their  products,  and  if  this  conception  is  correct  the  fault  may  oc(*ur 
somewhat  as  follows:  l^act-eria  and  th(»ir  insoluble  or  non-assimilable 
products  when  takcjn  into  the  phagocyte  arc  sul^jectcd  to  two  procevsses, 
a  primary  bact^M'icidal  and  coagulating  one,  and  th(m  a  more  leisuix4y 
lytic  or  disintegrating  action,  during  which  poisowous  j)roducts  are 
probably  liberated,  but  slowly  enough  to  be  taken  care  of  by  destroy- 
ing or  neutralizing  bodies.  p]ven  if  the  leucocyti^  dies,  it  is  usually  taken 
up  by  a  mononuclear  cell,  and  the  poisons  do  not  become  free  in  the 
fluids.  Now,  in  this  process  the  only  bodies  which  are  produced  in  excess 
and  at  the  same  time  are  capable  of  (\scaping  from  the  louc()cyt(»s  are  the 
lytic  bodies;    neither  the  toxin-neutraliznig  Ixxly  nor  the  coagulating 
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body  aro  socrctc^l  or  ^ivcn  off  from  the  coll.  Such  lytic  amboceptors, 
then,  when  present  in  the  plasma  and  activated  by  complement,  may 
thus  Ix'come  an  active  agent  for  harm  by  liberating  poisonous  sub- 
stances from  the  bodies  of  germs  which  are  susceptible  to  such  action, 
or  from  the  insolubh*  or  non-assimilable  products  of  these  or  more  lysis- 
resisting  members  of  the  invasive  organisms;  and  by  the  action  of  these 
j)oisons,  phagocytosis  may  be  hindered  and  the  specialized  cells  poisoned. 
Since  the  neutralizing  or  poison-destroying  bodies  are  not  present  in  the 
plasma,  the  leucocytes  are  then  poisoned  from  without,  just  as  are  the 
specialized  cells,  and  the  more  active  the  plasma  digestion,  the  more 
deranged  the  true  protective  mechanism  becomes. 

Th(»se  are  some  of  the  problems  of  immunity,  particularly  those 
relating  to  the  microorganisms  which  arc  harmful  to  the  animal  body, 
not  so  much  through  their  ability  to  s(»(Tete  harmful  soluble  poisons,  as 
through  their  insistently  invasive  character,  or  by  the  liberati<m  of  the 
toxic  products  resulting  from  the  destruction  of  their  secn*tions  or  of 
their  own  bodies.  It  is  the  diseases  caused  by  these  organisms  on  which 
tlu^  attention  of  bacteriologists  is  now  chiefly  centered. 

The  organisms  of  these  diseases  undoubtedly  belong  to  two  or  more 
(•lass(\s,  in  one  of  which  may  be  placed  the  typical  septicemia  producers 
— anthrax,  pneumococcus,  streptococcus,  etc. — in  the  other  the  less  in- 
vasive organisms,  typified  by  cholera  and  to  some  degree  by  typhoid. 
Between  these  two  (extremes  there  are  all  grades. 

If  the  data  amassed  in  the  study  of  these  types  of  microorganisms, 
and  of  the  processes  supposi^d  to  l)e  involved  in  meeting  infection  and 
establishing  cure  and  inmiunity  from  them,  have  been  made  clear,  it 
may  be  easier  to  comprehend  some  of  the  problems  which  daily  face 
investigators  in  their  stiiiggle  to  arrive  at  a  rational  method  of  biologic 
treatment,  and  to  njalize  more  fully,  in  the  light  of  this  knowledge,  why 
disappointment  has  so  pc^rsistently  followed  in  the  wake  of  serum  therapy 
as  ap[)lie(l  to  these  infectious  dist»ases.  For,  in  spite  of  the  most  persist- 
(*:it  attempts  to  produce  curative  sera,  the  results  have  not  b<»en  satis- 
factory and  have  not  1(hI,  (»xcept  in  rare  instances,  to  the  practical  use  of 
such  sera  in  the  treatment  of  disease  in  man. 

Tlie  sera,  thus  produced,  have  not,  except  in  a  \evy  minor  way, 
been  antitoxic  in  the  usually  accepted  sens<.',  and  depend,  as  we  have 
seen,  probably,  for  any  protective  valu(*  they  nuiypossc\ss,on  their  germi- 
cidal and  bacteriolytic  power  and  on  the  opsonins  they  may  carry,  and 
thus  facilitate^  phagocytosis.  These  sera  are  capable  of  protecting  an 
aninuil  from  an  infecting  organism,  when  mixed  with  it  in  surprisingly 
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minute  quantities;  but  that  consistent  curative  effects,  other  than 
merely  local,  have  been  definitely  determined  as  due  to  their  action, 
after  an  infection  has  once  been  established,  is  open  to  serious 
doubt. 

On  the  other  hand,  indeed,  test  and  experiment  have  shown  that 
animals  and  man  suffering  from  a  true  infection  may  and  often  do 
themselves  furnish  sera  capable  of  strong  bactericidal  and  bacteriol3'tic 
action  (when  combined  with  normal  sera  containing  complement),  and 
yet  in  spite  of  this,  they  succumb  or  may  be  subject  to  severe  relapses. 

In  the  light  of  these  and  other  facts  which  have  been  cited,  it  seems 
that  one  might  well  refrain  from  attempts  to  produce  beneficial  effects  by 
injecting  still  further  amounts  of  bacteriolytic  or  similar  bodies,  and  seek 
further  for  an  explanation  of  the  exact  methods  and  processes  of  the 
cure  effei'ted  in  those  animals  and  man  who  do  survive  an  infection. 

Failure  to  solve  these  problems  on  lines  hitherto  followed  should  not 
discourage  us,  however,  while  w-e  know  that  animals  and  man  do  re- 
cover naturally  from  such  infections.  The  conclusion  that  this  power 
nmst  reside  in  increased  digestive  and  neutralizing  or  poisonnlestroying 
powei*s  of  the  animal  organisms  can  not  well  be  avoided,  and  these 
functions  of  the  animal  mechanism  will  probably  be  found  to  take  place 
largely  in  some  group  of  cells. 

The  animal  body,  then,  ideally  protected  in  the  time  of  bacterial  in- 
vasion, may  well  be  one  in  which  some  set  of  cells — phagocytes — are 
immediately  ready  and  al^le  to  take  up  the  bacterial  invaders  and  de- 
stroy them,  and  within  their  own  bodies  to  neutralize  any  poisons  se- 
creted by  such  invaders  or  arishig  from  their  destruction  by  digestion, 
and  this  without  serious  hann  to  the  ingesting  cells;  or — failing  this 
full  immunity  from  serious  harm — it  may  Ix^  that  these  ingesting  cells 
are,  in  their  turn,  taken  up  and,  with  their  noxious  contents,  digesteil  l\v 
other  scavenging  cells,  w-ith  a  minimum  lib(*ration  of  the  sul^stances 
which  could  injure  the  body  cells  dedicated  to  specialized  functions. 
The  whole  struggle  of  the  infected  organism  may  be  summed  up  as  a  con- 
flict between  the  leucocytes  and  the  germs,  and  that  it  is  an  attempt  to 
bring  the  invading  germs  within  the  leucocytes,  and  is  a  process  with 
which  the  system  at  large  often  has  little  or  nothing  to  do,  except  as  an 
innoc(mt  and  injured  l)ystander,  and  that  extracellular  destruction  of 
bacteria  and  toxicogenic  bodies  is  an  untoward  event  after  the  thorough 
establishment  of  infection  often  leading  to  dire  coiisecjuences,  and 
depending  on  the  chance  occuiTence  of  suitable  digestive  bodies  in  the 
serum  which  have  been  thrown  off  in  excess  from  the  cells,  and  which 
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may  thus  become  a  menace  to  the  system  at  large  by  liberating  poison- 
ous bodies  from  comparatively  harmless  compounds. 

Thus,  in  many  instances,  it  seems  we  arc  probably  dealing  with  an 
immunity,  a  large  part  of  the  mechanism  of  which  is  intracellular,  not 
only  in  thi*  sense  of  phagocytosis  and  digestion,  but  in  the  neutralization 
or  destruction  of  poisons  which  arise  from  the  disintegration  of  the  bac- 
teria and  their  products — a  mechanism  in  which  the  prot<;ctiug  cells 
muiit  inteiTcne  and,  largely  unaided  by  antitoxic  bodies  in  the  plasma, 
neutralize  or  destroy  within  themselves  the  poisonous  products  of  the  in- 
vading microorganisms. 

It  wiis  this  thought  which  suggested  the  idea  of  treating  infections 
with  the  extract  of  leucocytes,  and  thus  aiding  the  phagocytes  by 
furnishing  them  as  directly  as  possible  with  the  weapons  which  they 
use  in  their  fight  with  invading  mici'oorganisms,  and  also  to  protect 
them  and  the  cells  of  specialized  function  from  destruction  and  give 
th(*m  an  opportunity  to  recuperate  and  carry  on  successfully  their 
st niggle  against  the  invading  germs. 

The  treatm(*nt  of  infections  with  vaccines  also  is  based  upon  the 
recognition  of  the  necessity  of  the  direct  intervention  of  phagocytes 
in  the  cun»  of  certain  bacterial  diseases  and  is,  as  we  have  seen,  an 
endeavor  to  stimulate  the  production  of  substances  facilitating  the 
ingestion  of  the  organisms  by  the  phagocytes. 

Finally,  it  must  be  remembered  that  while  animal  experiments  are 
necessary,  and  oft(*n  extremely  instructive,  one  can,  nevertheless,  not 
always  argue  directly  from  these  to  occurrences  in  man.  An  injection 
di,scasc  is  not  an  infectious  disease ^  and  we  are  dealing  usually  with  con- 
ditions in  man  which  are  at  least  not  entirely  analogous  to  artificial  in- 
fv'ctions  in  animals.  Artificial  infections  are  usually  accomplished  by  an 
abnipt  introduction  of  a  large  quantity  of  infecting  genns  and  their 
products;  the  animal  powers  of  resistance  are  often  inmiediately  and  se- 
venth- taxed;  the  incubation  period  thus  artificially  shortened;  and  the 
gonns  themselves,  being  present  in  large  numbers,  an^  not  subjected  to 
such  a  searching  elimination  as  is  usually  the  case  with  the  few  oreanisms 
gaining  a  foothold  by  the  natural  channels  of  infection.  This  difference 
is  most  marked  in  septicemias,  in  which,  in  animal  experiments,  the  or- 
ganisms have  been  introduced  directly  into  the  circulation  in  quant  it  i(»s 
sufficient  to  bring  about  a  very  rapid  poisoning  and  overwhelming  of  th(» 
animal,  with  probably  only  a  ver}-  partial  adaptation  of  the  bacteria 
to  the  animal  agents  of  resistance.  On  the  other  hand,  the  septicemic 
invasion  in  man  most  often  follows  the  adaptation  of  the  germs  in  some 
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more  favorable  nidus,  and  probably  has  to  do  with  an  evolution  in  the 
bacterial  resistance  to  the  protective  powers,  rather  than  a  decrease  in 
protective  strength  on  the  part  of  man.  Indeed,  both  of  these  processes 
may  increase  hand  in  hand,  and  we  may  have  septicemias  extending  over 
weeks,  months,  and  even  years.  We  may  have,  in  fact,  an  '*  armed 
peace"  and  the  prepared  bacterial  army  is  not  to  be  routed  by  the 
application  of  means  which  under  other  circumstances  might  prove  effi- 
cacious, for  we  have  seen  how  the  bacteria  may  possibly  become  resist- 
ant to  the  protective  agents  of  the  animal  body,  and  may  continue  to 
survive  attacks  which  might  well  prove  fatal  to  less  well-adapted 
members  of  their  species. 

Theoretically,  then,  we  are  safe  in  assuming  that  the  infections  in 
man  which  most  closely  simulate  the  usual  artificial  infection  in  animals 
are  fresh  local  infections,  and  infections  of  any  character,  in  their  earliest 
stages,  before  the  bacteria  have  been  adapted  to  carry  on  their  fight 
with  the  powers  of  the  infected  body. 

The  point  which  should  be  made  clear  is  that  the  outcome  of  our 
attempts  to  treat  infectious  diseases  is,  if  we  have  the  real  means  in  our 
hands,  probably  more  dependent  on  the  degi*ee  of  adaptation  of  the 
germs  than  the  actual  powers  of  resistance  of  the  patient.  These  latter, 
of  course,  determine  largely  the  picture  of  the  disease,  but  give  little 
information  as  to  the  power  of  the  invader.  This  has  been  forced  on  us 
by  the  fact  that,  although  we  are  able  to  cure  positively  acute  septice- 
mias in  animals,  the  more  subacute  septicemias  of  man  do  not  yield 
readily  to  our  present  modes  of  treatment,  whi^-esis  even  extremely 
severe  acute  and  chronic  localized  diseases,  due  to  the  same  organisms, 
respond  to  treatment. 
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CHAPTER  XXI 

THE  STAPHYLOCOCCI   (MICROCOCCI} 

The  power  to  incite  purulent  and  sero-purulent  inflammations  and 
localized  abscesses  in  man  and  animals  is  possessed  by  a  large  variety  of 
pathogenic  bacteria.  Most  infections,  in  fact,  in  which  the  relative 
virulence  of  the  incitant  and  the  resistance  of  the  infected  subject  are 
so  balanced  that  temporary  or  permanent  localization  of  the  infec- 
tious process  takes  place  are  apt  to  be  accompanied  by  the  formation  of 
pus.  The  large  majority  of  acute  and  subacute  purulent  processes, 
however,  are  caused  by  the  members  of  a  well-defined  group  of  bacteria 
spoken  of  as  the  pyogenic  cocci.  Among  these,  pre-eminent  in  import- 
ance, arc  the  ^* staphylococci**  or  ^* micrococci,** 

Many  of  the  earlier  investigators  of  surgical  infections  had  seen  small 
round  bodies  in  the  pus  discharged  from  abscesses  and  sinuses  and  had 
given  them  a  variety  of  names.  Careful  bacteriological  studies,  how- 
ever, were  not  made  until  1879  and  the  years  immediately  following, 
when  Koch, Pasteur, Ogston,^  and  others  not  only  described  morphologi- 
cally, but  cultivated  the  cocci  from  surgical  lesions  of  animals  and  man. 
Of  fundamental  importance  are  the  studies  published  by  Rosenbach ' 
in  1S84,  in  which  the  technical  methods  of  modem  bacteriology  were 
brought  to  bear  upon  this  subject  for  the  first  time.  The  group  of 
staphylococci — so  named  from  their  growth  in  irregular,  grape-like 
clusters — is  made  up  of  several  members,  by  far  the  most  important 
of  which,  pathologically,  is  the  Staphylococcus  pyogenes  aureus. 


^Og8t/)n,  Brit.  Med.  Jour.,  1881. 

^Rosenbach,  "Microorganismen  bei  Wundinfektion,"  1884. 
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BTAPHTLOOOOOTTS  PT00BNX8  AUBEUS 

Hoqtbology  and  Btalning. — This  mirroorganism,  the  most  frequent 
cause  of  abscesses,  boils,  and  many  surgical  suppurations,  is  a  spheriral 
coccus  having  an  average  diameter  of  about  0.8  micra,  but  varying 
within  the  extreme  limits  of  0.4  to  1 .2  micra.  Any  considerable  variation 
from  the  average  size,  however,  is  rare.  The  perfectly  splierical  charac- 
ter may  not  develop,  whenever,  as  is  usually  the  case,  two  or  more  are 


,^^^ 


Fig.  69. — Staphylococcus  pyooenes  aureus.    (After  Gilnther.) 

grouped  together,  unseparated  after  cell  cleavage.  In  this  case,  adjacent 
cocci  are  slightly  flattened  along  their  contiguous  surface.-*. 

Examined  in  smears  from  cultures  or  pus,  the  staphylococci  may 
appear  as  single  individuals,  in  pairs,  or,  most  fn^qucntly,  in  irregular 
grape-like  clusters.  Occasionally,  short  chains  of  tliice  or  four  may  be 
seen.  In  verj'  young  cultures  in  fluid  media,  the  diplococcus  form  may 
predominate. 

The  staphylococci  stain  with  all  the  usual  basic  aqueous  anilin  dyes, 
and,  less  intensely,  with  some  of  the  acid  dyes.  Stained  by  tJic  metho<l 
of  Gram,  they  retain  the  anilin-genti an- violet,  (iram's  method  of 
staining  is  excellently  adapted  for  demonstration  of  these  cocci  in 
tissue  sections. 
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Although  exhibiting  iimrkcil  Bi-owniaii  iiiovomeiitH  in  the  htmgiuf; 
(Iriij),  stapliylDcocci  arc  non-iiiotiio  ami  poHscss  no  fiagoliu.  They  arc 
iioii-sporogi'nou.s  and  fonn  no  capsules, 

Oultnral  Characters.— St.a|jhylocoeci  grow  readily  upon  the  uaual 
hihoralory  media.  The  simpler  media,  made  of  meat  cxlraet,  an'  quite 
iki  efficient  for  their  eidtivation  as  are  the  freshlj'  matle  meat-infusion 


• 


Fiti.  70.— Stai 

jiroducts.  The  ()ptitiuim  tcnii>erature  for  slaphyloeocenri  cultivation 
lies  at  or  iilKiut  3I)°('.,  thoufrh  growth  ivsidily  takes  phice  at  temprTJt- 
tur(!s  UK  low  as  1.')°  ('.,  and  as  hijih  as  10°  (\  Slmv  but  definite  urciwili 
has  been  observetl  at  a  teinperatuii'  its  low  iis  1(1°  ('. 

While  developnieiil  is  most  eh iiract eristic  and  luxuriant  under 
aerobic  conditions,  staphylococci  are  facultutively  anaerobic  on  suitable 
media.     They  glow  readily  in  an  atmosphere  of  hydrogen. 
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As  to  the  reaction  of  media,  staphylococcus  develops  most  favorably 
upon  those  having  a  slightly  alkaline  titer.  Moderately  iuen^ased 
alkalinity  or  even  moderate  acidity  of  media  does  not  inhibit  growth. 

On  gelatin  plates,  growth  occurs  readily  at  room  temperature,  form- 
ing within  thirty-six  to  forty-eight  hours,  small,  shining,  pin-hcail 
shaped  colonies,  appearing,  at  first,  grayish-wliite,  and  later  assuming  a 
yellowish  hue,  which  intensifies  into  a  light  brown  and  often  a  bronze 
color  as  the  colony  grows  older.  Thi*  intensity  of  the  color  differs  con- 
siderably in  difTerc^nt  races  of  staphylococci.  Liquefaction  of  the  gelatin 
occurs,  and,  shallow,  saucer-shaped  depressions  ai'e  fonned  about  the* 
colonies  after  forty-eight  hours  or  more.  These  zones  of  fluidificatiun 
grow  larger  a,s  the  colonies  grow,  finally  becoming  confluent.  Micro- 
scopically, the  colonies  themselves,  Ix^fore  li(|uef action  has  destroywl 
their  outline*,  arc*  round,  rather  finely  granular,  with  smooth  edges. 
They  are  not  flat,  l)ut  rise  from  the  sui*fac(*  of  the  medium  as  the  seg- 
ment of  a  sphere.  In  (jelatin  aUih  culture.'^  in  tulx*s,  fluidification  leads 
to  the  formation  of  a  funn(»l-shaped  depression,  with,  finally,  complete 
licjuef action  of  the  medium  and  sedimentation  of  the  bacteria.  Li([ut*- 
f action  of  gelatin  by  the  staphylococcus  is  due  to  a  ferment-like  body 
elal)orated  by  it,  which  is  spoken  of  as  ^'gelatinase."  This  substance 
can  be  obtained  apart  from  the  cocci  by  the  filtration  of  cultures/  It 
is  an  extremely  thermolabile  bod  v. 

On  (t(j(tr  plates  the  characteristics  of  the  growth,  l)arring  liqu(»faction, 
arc  much  like  those  on  gelatin,  ('olonies  do  not  show  a  tendency  towan.1 
confluence,  remaining  discrete,  and  show  a  rather  remarkable  difFer- 
ence  in  the  size  of  the  colonies  occurring  upon  the  same  plate.  Upon 
slanted  agar  in  tubes,  rapid  growth  occui's,  at  first  grayish-white,  but 
soon  covering  the  surface  of  the  slant  a^^  a  glistening,  golden-brown 
layer. 

In  broth,  growth  is  rapid,  leading  to  a  general,  (*ven  clouding  of  the 
medium,  and  giving  rise,  after  forty-eight  or  nion*  hours,  to  the  formation 
of  a  thin  surface  pellicle.  As  growth  increases,  the  bacteria  sink  to  the 
bottom,  forming  a  hc^avv,  mucoid  sediment.  The  odor  of  old  eultuivs 
is  often  p(»culiarly  acrid,  not  unlike  w(*ak  butyric  acid. 

In  will:,  staphylococcus  causes  coagulation  usually  within  three  or 
four  days,  with  the  fonnation  of  lactic  and  butyric  acids. 

(^n  potato,  growth  is  abundant,  rather  dry  and  usually  deeply  pig- 
mented. 


'  hnh.  (Vnt.  f.  Bakl..  xxxii.  I1M)2. 
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Upon  coagulated  animal  seraj  rapid  growth  takes  place  and  eventually 
slight  liquefaction  of  the  medium  is  said  to  occur. 

In  nitrate  solutions ^  reduction  of  the  nitrates  to  nitrites  is  caused. 

In  Dufifunn's  broth,  indol  is  fomied. 

In  media  containing  the  carbohydrates — dextrose,  lactose,  or  sac- 
charose— acidification  takes  place  with  the  formation  chiefly  of  lac- 
tic, ])utyric,  and  formic  acids.  There  is  no  gas  formation,  however. 
In  proteid  media  free  from  sugars,  the  staphylococcus  produces 
alkali. 

The  reducing  action  of  staphylococcus  is  shown  by  decolorization 
in  cultures  of  Htmus,  methylene-blue,  and  rosanilin.* 

Pigment  Formation. — Differentiation  between  the  various  members 
of  the  staphylococcus  group  is  based  largely  upon  the  formation  of 
})ignients.  Thes(?  pigments,  so  far  as  we  know,  seem  to  be  species 
characteristics.  Thus,  Staphylococcus  pyogenes  aureus  is  recognized 
})riniarily  by  its  production  of  a  yellowish-brown  pigment,  varying  in 
dilTcrent  strains  from  a  pale  brown  hue  to  a  deep  golden  yellow.  Pro- 
longed cultivation  upon  artificial  media  may  lead  to  a  diminution  in  the 
depth  of  color  produced.^  It  appears  only  when  cultivation  is  carried 
on  under  freely  aerobic  conditions,  anaerobic  cultivation  resulting  in 
un pigmented  colonies.  The  coloring  matter  is  insoluble  in  water  but 
soluble  in  alcohol,  chloroform,  ether,  and  benzol.'  According  to  Schnei- 
der,' the  pigment  belongs  to  the  class  of  **lipochromes"  or  fatty  pig- 
ments, and  is  probably  composed  of  carbon,  oxygen,  and  hydrogen, 
without  nitrogen.  Treatment  with  concentrated  sulphuric  acid  changes 
it  to  a  green  or  greenish-blue.* 

Resistance. — Although  not  spore  fonners,  staphylococci  are  nion» 
resistant  to  heat  than  many  other  purely  vegetative  forms.  The  thermal 
death  point  given  for  8taphylo(!occus  pyogenes  aureus  by  Sternberg" 
lies  1>etween  50°  and  5S°  (\,  the  time  of  exposure  being  ten  minutes. 
The  same  author  states  that,  when  in  a  completely  dried  state,  the  coccus 
is  still  more  resistant,  a  temperature  of  from  90°  to  100°  (\  ])eing  re- 
(juired  for  its  destructioji.  Against  low  tem|)eratures,  staphylococci  are 
extremely  resistant,  repeated  freezing  often  failing  to  sterilize  cultures. 


»  Fr.  Midler,  CVnl.  f.  Bakt.,  xxvi,  1S91). 

2  Fliujgc,  *'  Dio  Microorg.,"  etc. 

^Mt'gula,  "System  d.  Bakt.,"  Jena.  1897. 

*  Sch?u:iflcr.  Arb.  a.  d.  bakt.  In.st.,  Karlsruhe,  1,  vol.  i,  1894. 

'Fi'srhrr.  "  Voiles,  iiber  die  Bakt.,"  Jena,  lOO.S. 

^Stenibcnj,  " Text! )ook."  etc..  N.  Y..  1901,  p.  375. 


32G  PATHOGENIC   MICROORGANISMS 

Desiccation  is  usually  well  borne,  staphylococci  remaining  alive  for 
six  to  fourteen  weeks  when  dried  upon  paper  or  cloth.*  On  slant  a^ar, 
staphylococci  may  be  safely  left  for  three  or  four  months  without  trans- 
plantation, and  remain  alive.' 

The  resistance  of  staphylococci  to  chemicals,  a  question  of  great 
surgical  importance,  has  been  made  the  subject  of  extensive  researches, 
notably  by  Liibbert,^  Abbott,*  Franzott,*  and  many  others.  According 
to  Liibbert,  inhibition  of  staphylococcus  growth  is  attained  by  the  use  of 
boric  acid  1  in  327,  salicylic  acid  1  in  G50,  corrosive  sublimat-e  1  iu 
80,000,  carbolic  acid  1  in  800,  thymol  1  in  11,000.  Staphylococci  are 
killed  by  corrosive  sublimate  1  in  1,000  in  ten  minutes,  by  carbolic  acid 
1  per  cent  in  35  minutes,  8  per  cent  in  2  minutes  (Franzott).  Ethyl 
alcohol,"  even  when  absolute,  is  not  very  efficient  as  a  disinfectant. 
Nascent  iodin,  as  split  off  from  iodoform  in  wounds,  is  extremely  power- 
ful in  destroying  staphylococci. 

Pathogenicity. — Sej)arato  strains  of  Staphylococcus  pyogenes  aureus 
show  wide  variations  in  relative  virulence.  The  most  highly  virulent 
are  usually  those  recently  isolated  from  human  suppurative  lesions, 
but  no  definite  rule  can  be  formulated  in  this  respect.  The  virulence 
of  a  given  strain,  furthermore,  may  be  occasionally  enhanced  by  re- 
peated passages  through  the  body  of  a  suscepti])le  animal.  Prolonged 
cultivation  upon  artificial  media  is  liable  to  decrease  the  virulence  of  any 
given  strain,  though  this  is  not  regularly  the  ca.se.  There  are,  more- 
over, unquestionably,  many  staphylococci  constantly  present  in  the  air. 
dust,  and  water,  which  although  morphologic^ally  and  culturally  not 
unlike  the  pathogenically  important  species,  may  be  regarded  as 
harmless  saprophytes. 

The  susceptibility  of  animals  to  staphylococcus  infection  is, 
likewise,  subject  to  extreme  variations,  depending  both  upon  differ- 
ence's between  species  and  upon  fortuitous  individual  differences 
in  susceptibility  among  animals  within  the  same  species.  Animals 
on  the  whole  are  less  susceptible  to  staphylococcus  than  is  man. 
Among  the  ordinary  lal^oratory  animals,  rabbits  are  most  sus- 
ceptible   to    this   microorganism.      Mice,    and    especially    the    white 


'  Deslongchamps,  Paris,  1897. 
'^Posset,  Fort.  d.  Med.,  2  and  :i,  188'). 
^Liibbert,  ''Biol.  Untersuch./'  Wurzbiirg.  lasO. 
*  Abbott,  Mwlical  News,  Phila.,  1880. 
^Franzott.  Zeit.  f.  Hyg.,  1893. 
^HaneU  Beit.  z.  klin.  Chir.,  xxvL 
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.lapaiieso  inifo,  show  considerable  susceptibility.  Guinea-pigs  possess 
ii  relatively  hi<i;her  resistance.^ 

Subcutaneous  or  intramuscular  inoculation  of  a  susceptible  animal 
usually  results  in  the  formation  of  a  localized  abscess  with  much  pus 
formation  and  eventual  recovery.  Intraperitoneal  inoculation  is  more 
often  fatal.  Intravenous  inoculation  of  doses  of  0.5  c.c,  or  more,  of 
fresh  broth  cultures  of  virulent  staphylococci  usually  leads  to  pyemia 
with  the  production  of  secondary  abscesses,  located  chiefly  in  the  kid- 
nt\vs  and  the  heart  and  voluntary"  muscles,  but  not  infrequently  in 
other  or<i:ans  as  well.  In  the  kidney  they  occur  as  small  foci,  situated 
most  often  in  the  cortex,  composed  of  a  central,  necrotic  pus  cavity, 
surrounded  by  a  zone  of  acute  inflammatory  exudation.  Staphylo- 
coccus lesions  form  histologically  the  typical  "acute  abscess. '*  Not 
infre(iuently  the  pyemic  condition  is  accompanied  by  suppurative 
lesions  in  the  joints.  Intravenous  injections  of  virulent  staphylococci 
preceded  by  injury  to  a  bone  is  often  followed  by  the  development  of 
osteomyelitis.  Mechanical  or  chemical  injury  of  the  heart  valves 
precedinti;  intravascular  staphylococcus  inoculation  may  result  in 
localization  of  the  infection  on  or  about  the  heart  valves,  leading 
to  '*  malignant  endocarditis.''  The  pyemic  conditions  following  staphy- 
lococcus inoculation  usually  lead  to  chronic  emaciation  and  death 
after  an  interval  dependent  upon  the  relative  virulence  of  the  micro- 
()r<^anism,  the  amount  injected,  and  the  resistance  of  the  infected 
sui>ject.  Large  doses  of  unusually  virulent  cultures  cause  death  within 
twenty-four  hours,  or  even  less,  without  abscess  formation. 

As  above  stated,  the  susceptibility  of  man  to  spontaneous  staphy- 
{(X'occus  infection  is  decidedly  more  marked  than  is  that  of  animals. 
The  form  of  infection  most  frequently  observed  is  the  common  boil 
or  furuncle.  As  (Jarrt'v,^  Biidinger,^  Schimmelbusch,*  and  others  have 
demonstrated  by  experiments  upon  their  own  bodies,  energetic  rubbing 
of  the  skin  with  virulent  staphylococcus  cultures  may  often  be  followed 
l)y  the  development  of  a  furuncle.  Subcutaneous  inoculation  of  the 
human  subject  invariably  gives  rise  to  an  abscess.  The  pathological 
lesions  which  may  be  produced  in  man  by  virulent  staphylococci  are 
naturally  of  great  variety,  depending  upon  the  mode  of  inoculation,  and 


•  Tfrin,  Kof.  in  Luharsch  und  08t<;rtag,  Ergebnisse,  1896;  Lingelsheim,  "Aetiol. 
(1.  Staph.  Inf.."  etc..  Wien.  1900. 

'Gam',  H<-it.  z.  klin.  Chir..  x,  1893. 

^  Buiiitujer,  Luharsch  und  Ostertag.  Ergebnis.se,  etc.,  1896. 
Schimmclhusch,  Hcf.  by  Biidinger. 
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upon  the  relation  between  the  virulence  of  the  incitant  and  the  resist^ 
ance  of  the  subject.  Apart  from  the  formation  of  localized  al>seesses, 
staphylococci  are  common  as  the  incitants  of  surgical  suppurations 
and  wound  infections.  The  large  majority  of  acute  suppurative  in- 
flammations of  bone  (osteomyelitis)  are  caused  by  staphylococci.  Ab- 
scesses of  the  brain,  of  the  liver,  and  of  the  lung  may  be  due  to  this 
microorganism.  It  may  give  rise  to  ascending  infections  of  the  genito- 
urinary tract,  leading  to  pyelonephritis.  Empyema  or  peritonitis  may 
be  caused  by  its  entrance  into  the  serous  cavities  from  the  lung  or 
bowel.  When  gaining  access  to  the  circulation  from  some  localized 
focus,  it  gives  rise  to  septicemia  and  may  lead  to  malignant  endocarditis 
and,  by  secondary  localization  in  the  viscera,  to  general  pyemia.  As 
the  incitant  of  septicemia  it  can  frequently  be  found  by  blood  culture 
during  the  life  of  the  patient.  Puerperal  sepsis  is  not  infrequently  a 
staphylococcus  disease.  Of  recent  years  several  authors  have  claimed 
direct  etiological  relationship  for  the  Staphylococcus  pyogenes  aureus 
with  acute  articular  rheumatism.*  While  not  unlikelv,  this  claim  is 
not,  at  present,  substantiated  by  sufficiently  exact  evidence. 

Apart  from  the  local  inflammatory  reactions  called  forth  by 
staphylococcus  invasion,  all  such  infections,  if  severe  or  prolonge<l, 
give  rise  to  profound  toxic  manifestations  evidenced  by  characteris- 
tically irregular  temperature  (the  so-called  "septic  type''),  by  head- 
ache, nausea,  and  general  malaise,  and  not  infrequently  by  chills. 
Prolonged  chronic  infection  with  staphylococci  may  give  rise  to  the 
so-called  amyloid  changes  in  liver,  spleen,  and  kidneys. 

Toxic  Products. — Endotoxins. — The  dead  bodies  of  staphylococci 
injected  into  animals  may  occasionally  give  rise  to  abscess  formation, 
and,'  if  in  sufficient  quantity,  may  cause  death.  To  obtain  the  latter 
result,  however,  large  quantities  are  necossary,  the  endotoxic  sul)stances 
within  the  ilead  cell  body  of  these  microorganisms  being  probably  neither 
very  poisonous  nor  abundant.' 

That  dead  cultures  of  Staphj'lococcus  aureus  exert  a  strong  positive 
chemotaxis  for  leucocytes  was  shown  beyond  (question  by  the  experi- 
ments of  Horissow.* 

Hemolysins. — In    1900    Kraus*^  noticed    the   hemolytic    action    of 


^  A.  H.  Weis,  Inaug.-Diss.,  Berlin.  1901. 

^  SchaUenfroh ,  Arch.  f.  Hyg.,  xxxi.  1887. 

»r.  Lingehheim,  **  Aetiol.  u.  Therap.  d.  Stapli.  Krank.,"  Wicn.  1900. 

*  Boriasow  Zieglers  Beitr..  xvi,  1894. 

a  Krau8,  Wien.  klin.  Woch..  iii,  1900. 
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staphylococci  growing  upon  blood-agar  plate  cultures.  Neisser  and 
Wechsberg  ^  then  showed  that  this  hemolytic  substance,  secreted  by  the 
staphylococcus,  could  be  demonstrated  in  filtrates  of  bouillon  cultures. 
Such  hemolysins  arc  produced  by  Staphylococcus  aureus,  and,  to  a 
lesser  degree,  by  Staphylococcus  albus.  The  quantity  produced  varies 
enormously  with  different  strains  and  seems  to  be  roughly  proportionate 
to  the  virulence  of  the  particular  microorganism,  though  exceptions  to 
this  rule  are  not  unconmion.  Absolutely  avirulent  races  do  not,  so 
far  avS  we  know,  produce  hemolysins.  The  culture  medium  most  favor- 
aljlci  to  the  formation  of  these  substances  is,  according  to  Neisser  and 
Wechsberg,  a  moderately  alkaline  beef  bouillon.  Cultivated  at  37.5°  C, 
the  bouillon  contains  the  maximum  amount  of  hemolytic  substance  be- 
tween the  eighth  and  fourteenth  day,  and  this  may  be  separated  from 
the  bacteria  by  filtration  through  Berkefeld  or  Chamberland  filters. 

The  hemolytic  action  may  be  observed  by  the  general  technique  for 
determining  hemolysis  (given  on  page  259).  It  is  important  to  wash 
the  red  blood  corpuscles  used  for  the  experiments,  since  many  animals 
normally  possess  small  quantities  of  antihemolysin  in  their  blood-sera 
(man  and  horse  especially).'  The  red  blood  corpuscles  of  rabbits,  dogs, 
and  guinea-pigs  an?  extremely  susceptible  to  the  action  of  the  staphylo- 
hemolysin.  Those  of  man  are  less  easily  injured  by  it.  The  hemolytic 
action  takes  place,  as  Todd'  and  others*  have  shown,  not  only  in 
vitro,  but  in  the  living  animal  as  well. 

The  staphylo-hemolysin  is  comparatively  thermolabile.  According 
to  Xcnsser  and  Wechsberg,  heating  it  to  56°  C.  for  twenty  minutes  de- 
stroys it.  According  to  some  other  authors,  however,  higher  tempera- 
tures (60°  to  (S0°  C.)  are  required.  Reactivation  of  a  destroyed  staphylo- 
hemolysin  has  so  far  been  unsuccessful.  The  fact  that  antistaphylolysin 
is  occasionally  present  in  nonnal  sera  has  been  mentioned  above.  This 
antibody  is  most  abundant  in  the  blood  of  horses  and  of  man.  Arti- 
ficially  antistaphylolysin  formation  is  easily  induced  by  subcutaneous 
inoculation  of  staphylolysin  into  rabbits. 

Leucocidin. — In  1894,  Van  de  Velde*  discovered  that  the  pleural 
exu(lat(?  of  rabbits  following  the  injection  of  virulent  staphylococci 
showed  mark(Hl  ovicU^nces  of  leucocyte  destruction.     He   was  subse- 


'  Neisser  und  Wechsberg,  Zeit.  f.  Hyg.,  xxxvi,  190L 

'Xeisser,  Deut.  med.  Woch.,  1900. 

3  To<hl,  Trans.  London  Path.  Soc,  1902. 

*Kraus,  Wien.  klin.  Woch.,  1902. 

6  Van  de  VtUie,  La  Cellule,  x,  1894. 
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(|ueiitly  able  to  show  that  the  substance  causing  the  death  and  partial 
sohition  of  the  leucocytes  was  a  soluble  toxin  formed  by  the  staphylo- 
coccus, not  only  in  I'ivo,  but  in  vitro  as  well;  for  cultures  of  Staphylo- 
coccus pyogenes  auivus,  grown  in  mixtui*es  of  bouillon  and  blood 
scrum,  contained,  within  forty-eight  hours,  marked  quantities  of  this 
**leucocidin/' 

Other  workers  since  Van  de  Veldc  have  evolved  various  methods  for 
obtaining  potent  leucocidin.  Bail^  obtained  it  by  growing  virulent 
staphylococcus  in  mixtures  of  one-per-cent  glycerin  solutions  and  ralv 
bit  serum.  Neisser  and  Wechsberg^  advise  the  use  of  a  carefully  titrated 
alkaline  bouillon.  To  obtain  the  leucocidin  free  from  bacteria,  the 
cultures  are  passed  through  Chamberland  or  Berkefeld  filters,  after 
about  eight  to  eleven  days'  growth  at  37°  C,  at  which  time  the  con- 
tents in  leucocidin  are  usually  at  their  highest  point. 

Th(?  action  of  leucocidin  upon  leucocytes  may  be  observed  in  vivo 
by  the  simple  method  of  Van  de  Velde,  of  injecting  virulent  staphylo- 
cocci intrapleurally  into  rabbits  and  examining  the  exudate.  Bail 
advis(vs  the  production  of  leucocytic  intrapleural  exudates  by  the  use 
of  aleuronat  and  following  this  after  twenty-four  hours  by  an  injection 
of  hnicjocidin-filtrate.  In  vitro  the  phenomenon  may  be  observed  by 
dircH't  examination  of  mixtures  of  leucocytes  and  leucocidin  in  the 
hanging  drop  on  a  warmed  stage,  or  by  th(»  " methylene-blue  method" 
of  Neisser  and  Wechsl^erg.  This  method  is  based  upon  the  fact  that 
living  leucocytes  will  reduce  methylene-blue  solutions  and  render  them 
colorless,  while  dead  leucocytes  have  lost  this  power.  Leucocidin  and 
leucocytes  are  allowed  to  remain  in  contact  for  a  given  time  and  to  them 
is  th(»n  added  an  extremely  dilute  solution  of  methylene-blue.  If  the 
leucocvtes  have  bt^en  activelv  attacked  bv  leucocidin,  no  reduction  takes 
place.     This  method  is  particularly  adapted  for  quantitative  tests. 

All  staphylococcus  strains  do  not  produce  leucocidin  to  the  same 
degree.  Almost  all  true  Staphylo(;occus  pyogenes  aureus  culture's 
produce  some  of  this  toxin,  but  one  strain  may  produce  fifty-  and  a 
hundred-fold  the  quantity  produced  by  another.  Staphylococcus 
pyogenes  albus  givers  rise  to  tliis  substance  but  rarely,  and  then  in  small 
quantity. 

lAnicocidin  seems  to  be  similar  to  the  soluble  toxins  of  other  bact<*ria. 
It  is  rapidly  destroyed  by  heat  at  58°  ('.,  and  d(»teriorates  quickly  in 


^  Bail,  Arch.  f.  Hyg.,  xxxii.  1898. 

^Neisser  und  Wechnberg,  Zeit.  f.  Hyg.,  xxxvi,  1901 
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culture  fluids  at  incubator  temperatures.  It  is  distinct  from  staphylo- 
hemolysin  as  shown  by  differences  in  thermostability. 

Soon  aft(*r  Van  dv  V(»lde's  discovery  of  leucocidin,  Denvs  and  Van 
de  Veide^  produced  an  antileucocidin  by  treating  rabbits  with  pleural 
exudate  containing  leucocidin.  Neisser  and  Wechsberg  "  later  continued 
these  results  and  showed  that  among  staphylococci,  leucocidin  is  not 
specific,  the  toxin  of  all  strains  of  Staphylococcus  aui-eus  and  albus 
examined  being  neutralizable  by  the  same  antileucocidin.  Antileuco- 
cidin is  often  found  in  the  normal  sera  of  horses  and  man.' 

Leucocidin  should  not  be  confounded  with  'Meucotoxin,"  a  substance 
obtained  in  serum  by  treatment  of  animals  with  leucocytes,  a  true 
"cytotoxin,"  having  no  connection  whatever  with  the  staphylococcus. 

Staphylococci,  besides  the  toxic  substances  already  mentioned,  give 
ris(^  to  gelatinase,  spoken  of  in  the  section  upon  cultivation,  and  to  a 
pioteolytic  feiTnent  by  means  of  which  albuminous  media  (Loeffler's 
serum)  may  be  slightly  digested. 

Immunization. — Animals  can  be  rendered  actively  immune  by  re- 
peated inoculations  with  carefully  graded  doses  of  living  or  dead 
staj)hylococcus  cultures.*  The  production  of  antistaphylolysin  and  of 
antileucocidin  in  the  sera  of  animals  so  treat^^d,  has  been  alluded  to 
in  the  preceding  sections.  The  sera  of  such  actively  immunized  animals 
possess  distinct  protective  power  when  administered  to  other  animals, 
slightly  before  or  at  the  same  time  with  an  inoculation  of  staphylo- 
cocci. They  do  not,  however,  exhibit  very  high  bactericidal  value 
in  vitro.  The*  use  of  immune  sera  to  combat  staphylococcus  infection 
hius  not  so  far  given  ver>'  encouraging  results.* 

Agglutinins  have  been  demonstrated  in  staphylococcus  immune  sera 
by  a  number  of  authors,  and  have  been  shown  to  be  of  value  in  differ- 
entiating l)etwe(Mi  the  several  groups  of  staphylococci."  A  rather  sur- 
prising result  of  these  researches  has  been  the  recognition  that  immune 
sera  obtained  with  pathogenic  staphylococci  will  agglutinate  other 
pathogenic  staphylococci,  whether  belonging  to  the  group  of  Staphy- 
lococcus pyogenes  aureus  or  that  of  Staphylococcus  pyogenes  albus. 


'  Denysoi  Van  tie  VcUlf,  La  Cellule,  xi,  1895. 
=  Loc.  cit. 

3  Van  de.  Vehie,  Pn»sso  inedicale,  i,  1900. 

*  Hichct  et  Ilm'rourt.  Conipt.  rend,  de  Taciul.  des  sci.,  cvii,  188S. 
^KoUe  und  Otto.  Zoit.  f.  Hyp.,  xli.  1902. 

f- Proscher,    (Vnt.  f.    Bakt.,  xxxiv,    190.S;    r.  Li'nyc/«/i«m,  "  Aetiol.  u.  Therap.  d 
Staphyl.."ete..  Wioii.  I9(K). 
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but  will   not    agglutinate  any  of  the    non-pathogenic    members    of 
either  group.  ^ 

Active  immunization  of  human  beings  suffering  from  staphylococcus 
infections  has  been  extensively  practiced  by  Wright,  in  connection  with 
his  work  on  opsonins.  There  can  be  no  question  about  the  fact  that  the 
opsonic  substances  in  the  blood  are  increased  by  the  injection  of  dead 
staphylococci.  The  procedure  is  of  therapeutic  value  in  subacute  and 
chronic  cases.  The  work  of  Hiss  on  the  use  of  leucocyte  extracts  in 
animals  infected  with  Staphylococcus  pyogenes  aureus  has  given  en- 
couragement for  such  treatment  in  human  beings.  A  number  of 
staphylococcus  infections  in  man  have  been  successfully  treated  with 
leucocyte  extract  by  Hiss  and  Zinsser. 

STAPHTLOGOOOUS  PTOOENES  ALBUS 

This  coccus  differs  from  Staphylococcus  pyogenes  aureus  simply  in 
the  absence  of  the  golden  yellow  coloration  of  its  cultures.  Morpho- 
logically, culturally,  and  pathogenically,  it  is  in  every  way  identical 
with  the  staphylococcus  described  in  the  preceding  section,  but  its 
toxin-  and  enzyme-producing  powers  in  general  are  less  develoi)ed  than 
those  of  the  aureus  variety.  Its  close  biological  relationship  to  aui*eus 
is  furthermore  demonstrated  by  its  agglutination  in  Staphylococcus 
pyogenes  aureus  immune  sera. 

STAPHTLOOOOGUS  EPIDERMIDIS  ALBUS 

The  Staphylococcus  epidermidis  an)us  described  by  Welch  is  merely 
one  of  the  non-pathogenic  varieties  of  Staphylococcus  pyogenes  albus 
and  possibly  does  not  deserve  separate  chtssification.  It  may  give  rise 
to  unimportant  stitch  abscesses. 

STAPHTLOGOOGUS  PTOOENES  GITREUS 

Staphylococcus  pyogenes  citreus  produces  a  bright  yellow  or  lemon- 
colored  pigment  of  distinctly  different  hue  from  that  of  Staphylococcus 
pyogenes  aureus.  It  may  be  pyogenic  and  in  every  way  similar  to 
Staphylococcus  pyogenes  aureus,  but  is  less  often  found  in  con- 
tion  with  pathological  lesions  than  either  of  the  preceding  staphy- 
lococci. 


^  Froscher.  Dent.  mod.  Woch.,  xi,  1903. 
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A  large  number  of  staphylococci,  differing  from  those  described 
above  in  one  or  another  detail,  have  been  observed.  They  are  of  com- 
mon occurrence  and  are  met  with  chiefly  as  contaminations  in  the  course 
of  bacteriological  work.  Few  of  these  have  any  pathological  significance 
and  none  of  them  are  toxin-producers,  so  far  as  we  know.  Many  of  them 
differ,  furthermore,  in  their  inability  to  liquefy  gelatin.  All  of  them 
belong  more  strictly  to  the  field  of  botany  than  to  that  of  patho- 
logical bacteriology. 

Atypical  pathogenic  staphylococci  have  been  described  by  a  number 
of  observers.  Thus  Weichselbaum  ^  isolated  a  staphylococcus  from  a 
case  of  malignant  endocarditis  which  could  not  be  cultivated  at  room 
temperature,  and  grew  only  in  very  delicate  colonies.  Veillon,'  moreover, 
has  described  a  strictly  anaerobic  staphylococcus  cultivated  from  the 
pus  of  an  intra-abdominal  abscess. 


MIOROOOOOUS  TETRAGEMUS 

In  1881,  Gaffky  ^  discovered  a  micrococcus  which  occurs  regularly 
in  groups  of  four  or  tetrads.  He  first  isolated  it  from  the  pus  discharged 
by  tuberculous  patients  with  pulmonary  lesions.  Observed  in  smear 
preparations  from  pus,  the  tetrads  are  slightly  larger  in  size  than  the 
ordinary  staphylococcus,  flattened  along  their  adjacent  surfaces,  and 
surrounded  by  a  thick  halo-like  capsule.  Preparations  from  cultures 
often  lack  these  capsules.  The  micrococcus  is  easily  stained  by  the 
usual  basic  anilin  dyes.  Stained  by  Gram's  method,  it  is  not  decolor- 
ized, retaining  the  gentian- violet. 

Cultivation. — Micrococcus  tetragenus  grows  on  the  ordinary  labora- 
toiy  media,  showing  a  rather  more  delicate  growth  than  do  the  staphy- 
lococci. 

On  agar,  the  colonies  are  at  first  transparent,  later  they  become 
grayish-white,  but  are  always  more  transparent  than  are  staphylococcus 
cultures. 

On  gelatin,  growth  is  rather  slow  and  no  liquefaction  takes  place. 

Broth  is  evenly  clouded. 

On  potato  there  is  a  white,  moist  growth  which  shows  a  tendency  to 
confluence. 


'  W'cu'h.selbaum,  Baiimgarten  Jahresb.,  1899,  Ref. 
-  Vcillon.  Compt.  rend.  soc.  de  biol.,  1893. 
^Gajjky,  Mitteil.  a.  d.  kais.  Gesundheitsamt,  i,  1881. 
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Milk  in  t'uagulated  and  litmu»  milk  indicates  acid  formation. 

Pathogenicity. — Micrococcus  tetragenus  is  especiallj'  pathogenic 
for  Japanese  mice,  which  succumb  within  three  or  four  days  to  suix:uta- 
neous  inoculation,'  Gray  mice,  rats,  guinea-pigs,  and  rabbits  are  less 
susceptible,  showing  only  a  locahzed  reaction  at  the  point  of  inoculation. 
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71. — MifHot'Dccus  Tbthauenuk.     (ill  spleen  of  iiifpctetl  mouae.) 


The  organism  h;is  nccjisionally  been  isolated  friim  fip<intai 
observed  in  iliimenMc-  animals. 

In  man.  thi.s  microorganism  is  usually  finuul  willinut  any  particular 
pathogenic  slgniHcance.  in  sputum  or  saliva.  In  isiilateil  cases,  how- 
ever, it  has  been  ilerfcrilied  as  the  sole  incitant  of  abscesses. 

<  Midkr,  Wicn.  klin.  Wocli.,  17,  1904. 
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Bezan^on  ^  has  isolated  Micrococcus  tetragenus  from  a  case  of  menin- 
gitis. A  single  case  of  tetragenus  septicemia  is  on  record,  reported  in 
1905  bv  Forneaca.  ^ 

In  America,  this  microorganism  has  not  been  frequently  observed  in 
connection  with  disease.  It  is  often  found,  however,  in  considerable 
numbers,  in  smears  of  sputum  which  are  being  examined  for  pneumo- 
cocci  or  tubercle  bacilli. 


^  BezanQon,  Semaine  m^.,  1898. 
» Forneaca,  Rif.  med.,  1903. 
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THE  STREPTOCOCX:;! 


Among  the  pyogenic  cocci,  there  is  a  large  and  important  group  of 
organisms  which  multiply  by  division  in  one  plane  of  space  only,  and 
thus  give  rise  to  appearances  not  unlike  chains  or  strings  of  beads. 
The  term  streptococcus  or  chain-coccus  is,  therefore,  a  purely  morpho- 
logical one  which  includes  within  its  limits  microorganisms  which  may 
differ  from  each  other  considerably,  both  as  to  cultural  and  pathogenic 
properties.  Thus,  cocci  which  form  chains  may  be  isolated  from  water, 
milk,  dust,  and  the  feces  of  animals  and  man.  These  may  have  little 
but  their  morphological  appearance  in  common  with  the  pyogenic 
streptococci  which  are  so  important  as  the  incitants  of  disease.  The 
interrelationship  between  streptococci  from  different  sources,  how- 
ever, is  by  no  means  fully  understood,  and  we  are  forced  at  present  to 
content  ourselves  with  the  recognition  of  a  large  morphological  group, 
in  no  individual  case  taking  the  pathogenic  or  more  special  cultural 
characteristics  for  granted. 

STREPTOOOOGUS   PTOOENES 

Of  paramount  importance  among  the  streptococci  are  those  which 
possess  the  pow(T  of  giving  rise  to  disease  processes  in  animals  and  in 
man,  and  which,  because  of  their  frequent  association  with  suppura- 
tive inflammations,  are  roughly  grouped  under  the  heading  of  Strep- 
tococcus pyogenes. 

The  same  researches  upon  surgical  infections  which  led  to  the  dis- 
covery of  the  staphylococci,  laid  the  basis  for  our  knowledge  of  the 
streptococci.  The  fundamental  studies  of  Pasteur  and  Koch*  were  fol- 
lowed, in  1881,  by  the  work  of  Ogston,-  who  was  the  first  to 
differentiate  between  the  irregularly  grouped  staphylococci  and  the 
chain-cocci. 


» Koch,  "  Untersuch.  iiber  Wundinfcktion,"  etc.,  1878. 
^Ogston,  Brit.  Med.  Jour.,  1881. 
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Pure  cultures  of  streptococci  were  first  obtained  by  Feliieiaen'  in  1883 
anil  by  Rosenbach'  in  1884.  The  thorough  and  systematic  researches  of 
the  last-named  authors,  together  with  those  of  Passet,^  were  of  special 


72,— Stbbptocoiwus  ptoobnbs. 


influence  in   placing  our  knowledge  of  the  pathogenic  properties  of 
streptococci  upon  a  scientific  basis. 

Moiphology  and  Staining. — The  individual  streptococcus  is  a  spherical 
microorganism  measuring  from  0.5  micron  to  1  micron  in  diameter. 
Since  the  line  of  cleavage  of  cocci,  when  in  chains,  is  perpendicular  to  the 

'  Fehlfisen.  "  Aetiol.  d.  Erysipelas,"  Berlin,  IS83. 

'  Rnsenbarh .  "  Mikroorg.  bei  Wundinfektion,"  etc,  Wiesbaden,  IS84. 

'Pimtcl,  "  Untersuch.  iiber  die  citrigen  Phlegm.,"  etc.,  Berlin,  1SS5, 
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long  axis  of  the  chain,  adjacent  cocci  often  show  slight  flattening  of  the 
contiguous  surfaces,  forming,  as  it  were,  a  series  of  diplococci  arranged 
end  to  end.  As  a  general  rule  the  streptococci  pathogenic  for  man, 
when  grown  upon  favorable  media,  have  a  tendency  to  form  chains 
made  up  of  at  least  eight  or  more  individuals,  while  the  more  saprophy- 
tic, less  pathogenic  varieties  are  apt  to  be  united  in  shorter  groups. 
Upon  this  basis  a  rough  morphological  distinction  has  been  made  by  v. 
Lingelsheim,*  who  first  employed  the  terms  Streptococcus  "longus'' 
and  "brevis.**  A  differentiation  of  this  kind  can  hardly  be  re- 
lied upon,  however,  since  the  length  of  chains  is  to  some  degree  de- 
pendent upon  cultural  and  other  environmental  conditions.  Species 
which  exhibit  long  and  tortuous  chains,  when  grown  upon  suitably 
alkaline  bouillon,  or  ascitic  broth,  may  appear  in  short  groups  of  three  or 
four,  or  even  in  the  diplo  form,  when  cultivated  upon  solid  media  or 
unfavorable  fluid  media.  Stained  specimens  often  show  swelling  and 
enlargement  of  individual  cocci,  giving  the  chains  an  irregularly  beaded 
appearance.  These  swollen  individuals  are  probably  to  be  interpreted  as 
involution  forms  and  are  seen  with  especial  frequency  in  old  cultures. 
Streptococci  do  not  form  spores,  are  non-motile,  and  do  not  possess 
flagella.  There  can  be  no  doubt  that  certain  species  of  true  streptococci 
may  possess  capsules,  though  these  are  not  so  regularly  demonstriible 
and  are  more  delicately  dependent  upon  cultural  conditions  than  are  the 
capsules  of  the  pneumococci.^  The  capsulated  streptococci  will  be  dis- 
cussed more  comprehensively  in  the  section  upon  the  differentiation  of 
pneumococcus  from  streptococcus  (page  307). 

Streptococci  arc  easily  stained  by  the  usual  anilin  dyes.  Stained 
by  the  method  of  Gram,  the  pyogenic  streptococci  are  not  decolorized 
and  invariably  retain  the  gentian-violet.  Certain  species  found  in  stools 
and  described  as  Gram-negative,  are  rare  and  arc  non-pathogenic. 
Others  of  the  "  Streptococcus  brevis  "  variety,  and  purely  saprophytic, 
may  stain  irregularly  by  the  Gram  method. 

Cultivation. — ^Thc  pyogenic  streptococci  ai*o  easily  cultivated  upon 
all  the  richer  artificial  media.  While  meat  extract-pepton  media  may 
suffice  for  certain  strains,  it  is  usually  better  to  employ  those 
media  which  have  the  beef  or  veal  infusion  for  a  basis.  For  the 
cultivation  of  more  delicate  strains  of  streptococcal,  especially  when 


^v.  Lingehheim,  "  Aetiol.  u.  Therap.  d.  Streptok.  Infek."    Beit.  z.  Exp.  Ther., 

Hft.  1,  1899. 

*Pa9quale,  Zieglers  Beit.,  xii;  Bardet,  Ann.  de  I'inst.  Pasteiir,  1887;   SchottmuUcr^ 
MOnch.  med.  Woch.,  xx,  1903;  Hiss,  Jour.  Exp.  Med.,  vi,  1905. 
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taken  directly  from  the  animal  or  human  body,  it  is  well  to  add  to  the 
media  animal  albumin  in  the  form  of  whole  blood,  blood  serum,  or  asci- 
tic or  pleural  transudates.  Glucose,  added  in  proportions  of  one  to  two 
per  cent,  likewise  renders  media  more  favorable  for  streptococcus  culti- 
vation. Prolonged  cultivation  of  all  races  upon  artificial  media  renders 
them  less  fastidious  as  to  cultural  requirements.  The  most  favorable 
reaction  of  media  for  streptococcus  cultivation  is  moderate  alkalinity 
(two-tenths  to  five-tenths  per  cent  alkalinity  to  phenolphthalein) . 
Growth  may  be  readily  obtained,  however,  in  neutral  media  or  even  in 
those  slightly  acid.  The  optimum  temperature  for  growth  is  at  or  about 
37.5°  C.  Above  43°  to  45°  C,  development  ceases.  At  from  15°  to 
20°  C,  growth,  while  not  energetic,  still  takes  place,  an  important  point 
in  the  differentiation  of  these  microorganisms  from  pneumococci.  While 
the  free  access  of  oxygen  furnishes  the  most  suitable  environment 
for  most  races  of  streptococci,  complete  anaerobiosis  does  not  pre- 
vent development  in  favorable  media.  Strictly  anaerobic  streptococci 
have  been  cultivated  from  the  human  intestinal  tract  by  Perrone*  and 
others. 

In  alkaline  bouillon  at  37.5°  C,  pyogenic  streptococci  grow  rapidly, 
form  long  and  tortuous  chains,  and  have  a  tendency  to  form  flakes  which 
rapidly  sink  to  the  bottom.  Diffuse  clouding  occurs  rarely  and  is  a 
characteristic  rather  of  the  shorter  so-called  Streptococcus  brei'is. 
When  sugar  has  been  added  to  the  broth  the  rapid  formation  of  lactic 
acid  soon  interferes  with  extensive  development.  This  may  be  obviated, 
especially  when  mass  cultures  are  desired,  without  sacrifice  of  the  growth- 
increasing  influence  of  the  glucose,  by  adding  to  the  sugar-broth  one  per 
cent  of  sterile  powdered  CaCOj.^ 

In  milk,  Streptococcus  pyogenes  grows  readily  with  the  formation 
of  acid,  followed,  in  most  cases,  by  coagulation  of  the  medium. 

On  agar-plates  at  37.5°  C,  growth  appears  within  eighteen  to  twenty- 
four  hours.  The  colonies  are  small,  grayish,  and  delicately  opalescent. 
Th(\v  are  round  with  smooth  or  very  slightly  corrugated  or  lace-like 
edges,  and  rise  from  the  surface  of  the  medium  in  regular  arcs,  like 
small  droplets  of  fluid.  Microscopically  they  appear  finely  granular  and 
occasionally,  under  high  magnification,  may  be  seen  to  be  composed  of 
long  intertwining  loops  of  streptococcus  chains,  which  form  the  lace-like 
(Hlg(»s.  When  ascitic  fluid  or  blood  serum  has  been  added  to  agar, 
growth  is  more  energetic  and  the  colonies  correspondingly  more  rapid  in 

'  Perrone,  Ann.  do  I'inst.  Pasteur,  xix,  1905. 
^ Hiss.  Jour.  Exp.  Med.,  vi.  1905. 
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appearance  and  luxuriant  in  development.  In  gluooso-aacitic-affar, 
acid  fomiation  from  the  sugar  cauups  coa^ilatioii  of  albumin  witii 
the  const 'qiii'iit  formation  of  tlaky  white  precipitatea  throughout  the 
medium.' 

In  gelatin  stal>- cultures  growth  takea  place  slowly,  appearing;  after 
twenty-four  to  thirty-six  hours  as  a  verj-  thin  white  line,  or  as  di:4con- 
nectcd  little  sphnros  along  the  lino  of  the  stab.  The  colonies  on  golatin 
plates  are  similar  in  form  to  those  on  agar,  but  are  usually  more  opa'|ij<- 
ami  more  distinctly  white.  Tho  gelatin  is  not  liquefied  by  the  pyogenic 
streptococci,  though  certain  of  the  more  saprophytic  forms  may  occa- 
sionally bring  about  slow  Huidification. 

On   Loeffler's  coagulated  blood  serum,  growth   isradip  and  luxu- 


riant, and  may  show  a  slight  tendency  to  conHuence  if  the  medium 
ia  vciy  moist,  (.iood  chain  fonujition  takes  place  on  this  niciliiim. 
Upon  jKjtatocs,  growth  is  said  not  to  take  phice.^ 
On  media  conlaining  red  Mood  cell.i,  m()st  pathogenic  stmptocoeci 
cau.-<'  hemolysis  and  decolori/iatron  (see  Fig.  74.  p.  ;Uli).  It  is  useful 
to  n'nieml)cr  this  when  examining  blood-rulture  plates,  for  here  the 
yellow  tran-sparent  halo  of  hi'inulysis  ami  decolorijiation  suri-oundiiig 
the  coloniivs  may  aid  in  difTeivntiating  lliese  barteiia  from  pneumocoeei. 
This  is  of  espei-ial  importance  since  many  streptncucci.  when  eultivatwl 
directly  out  of  the  human  blood,  do  not  exhibit  chain  formation,  but 
appear  as  diploeocci. 

'  l.ibnmn.  Mclkiil  Kcwml.  Ivii.  I!HK}. 

' /VtiscA  und  KatU,m  Fluggc,   ■Uiu  Mikroorgimisiiieii,"  IS91. 
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In  the  iiiuHn-scnim  media  of  Hiss/  streptococci  do  not  produce 
acid  and  coagulation.  The  so-called  Streptococcus  mucosus,  a  capsule- 
bewaring,  inulin-fermcnting  microorganism,  is  very  probably  a  sub-species 
of  the  pneumococcus  (see  later  section) . 

Resistance. — Streptococci  on  the  ordinary  culture  media,  without 
transplantation  and  kept  at  room  temperature,  usually  die  out  within 
ten  days  to  two  weeks.  They  may  be  kept  alive  for  much  longer  periods 
i)y  the  use  of  the  calcium-carbonate-glucose  bouillon,  if  the  cultures  are 
thoroughly  shaken  and  the  powdered  marble  thoroughly  mixed  with 
the  bouillon  from  time  to  time.^  Preservation  at  low  temperatures 
(1°  to  2°C.),  in  the  ice  chest,  considerably  prolongs  the  life  of  cul- 
tures. \'irulence  is  preserved  longest  by  frequent  transplantation 
upon  albuminous  media.  In  sputum  or  animal  excreta,  streptococci 
may  Remain  alive  for  several  weeks. 

Str(»ptococci  an*  killed  by  exposure  to  a  temperature  of  54®  C.  for 
trn  minutes.'*  Ix)w  temperatures,  and  even  freezing,  do  not  destroy  some 
races. 

The  action  of  various  chemical  disinfectants  has  been  thoroughly 
investigated  by  v.  Lingelsheim,*  who  reports  among  others  the  following 
n\sults:  Carbolic  acid  1  :  200  kills  streptococci  in  fifteen  minutes.  In 
th(*  same  time,  bichlorid  of  mercury  is  efficient  in  a  dilution  of  1  :  1,500, 
lysol  in  a  dilution  of  1  :  200,  peroxid  of  hydrogen  1  :  35,  sulphuric  acid 
1  :  150,  and  hydrochloric  acid  1  :  150.  Inhibition  is  exerted  by  car- 
bolic acid  1  :  550,  and  by  bichlorid  of  mercury  1  :  65,000.  Exposure 
to  direct  sunlight  kills  streptococci  in  a  few  hours. 

Virulence  and  Pathogenicity. — Different  races  of  pyogenic  strepto- 
cocci show  considerable  variations  in  virulence  and  th(*re  are  few  organ- 
isms, pathogenic  both  for  animals  and  man,  which  show  such  peculiari- 
ties in  vii"ul(Mice.  Th(»  character  or  severity  of  the  lesion  in  man  gives 
little  (»videnc(^  as  to  thi^  virulence  of  the  organism  for  animals.  Such 
(lifTerenc(*s  are,  to  a  certain  (*xt^Mit,  dep(»ndent  upon  inherent  individual 
characteristics,  but  are  rather  more  likely  to  In*  the  consequences  of  prc- 
\  ious  environment  or  hal)itat.  Prolonged  cultivation  upon  artificial 
iiKMlia  usually  results  in  the  reduction  of  th(^  vinilence  of  a  stn^ptococcus, 
while  an  ori<!:inallv  low  or  reduced  virulence  mav  often  be  much  en- 


^Ili'fis,  Jour.  Kxp.  Med.,  vi.  V,i05. 
'^Iliss,  loc.  cit. 

•'Sterjibenj,  "Tcxtlmok  of  Biict.."  2(1  (m1..  1901;  Ilartmann,  Arch.  f.  Hyg.,  vii. 
<  ?'.  Limjclshrun,  "Actiol.    ii.   Thrrap.  (i.   Streptoc.   Inf.,"  etc.,   Beit.   z.    Exj)or. 
Therap.,  lift.  1,  1899. 
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hanced  by  repeated  passage  of  the  streptococci  through  animals.  It  is 
noteworthy,  however,  that  while  the  passage  of  a  streptococcus  through 
rabbits  will  usually  enhance  its  virulence  for  susceptible  animals  in 
general,  rep(?ated  passages  through  mice  may  increase  the  virulence 
for  these  animals  only,  even  occasionally  depressing  the  virulence 
for  rabbits.* 

Among  the  domestic  animals,  those  most  susceptible  to  experimental 
streptococcus  infection  are  white  mice  and  rabbits.  Guinea-pigs  and 
rats  are  less  easily  infected,  and  the  larger  domestic  animals,  cattle, 
hoi"ses,  goats,  cats,  and  dogs,  are  extremely  refractory.  Almost  complete 
immunity  toward  streptococcus  infections  prevails  among  birds. 

The  nature  of  the  lesions  following  animal  inoculation  depends  upon 
the  manner  of  inoculation,  the  size  of  the  dose  given,  and  most  of  all, 
upon  the  grade  of  virulence  of  the  inoculated  germ.  Subcutaneous 
inoculations,  according  to  the  virulence  of  the  inoculated  material,  may 
result  in  a  simple  localized  abscess,  differing  from  a  staphylococcus 
abscess  only  in  the  more  serous  nature  of  the  exudate  and  the  frequent 
occurrence  of  edema,  or  in  a  severe  general  septicemia  with  a  hardly 
noticeable  local  lesion.  Subcutaneous  inoculation  of  mice  results  almost 
invariably  in  general  sepsis  followed  by  death  within  thirty-six  to  forty- 
eight  hours,  or  less,  and  the  presence  of  streptococci  in  the  heart's  blood 
and  the  viscera.  Intrapleural  or  intraperitoneal  inoculation  of  suscep- 
tible animals  with  virulent  streptococci  leads  usually  to  a  peculiarly 
hemorrhagic  form  of  exudate,  due  both  to  the  diapedesis  caused  by  the 
violent  inflammatoiy  process,  and  to  the  hemolysis  of  the  red  cells  by  the 
streptococcic  hemolysins.  Inoculation  of  rabbits  at  the  base  of  the  ear 
with  virulent  streptococci  may  result  in  the  formation  of  a  lesion 
indistinguishable  histologically  from  erysipelas  in  man.'  Marbaix  *  has 
shown  that  such  eiysipeloid  lesions  could  be  produced  in  rabbits  by 
streptococci  from  various  and  indifferent  sources,  provided  that  the 
virulence  of  each  strain  could  l)e  sufficientlv  enhanced.  This  marked 
variability  of  the  resulting  lesion  as  determined  by  the  degree  of  virulence 
of  the  incitant,  whatever  its  original  source,  forms  a  strong  argument  in 
favor  of  the  opinion  that  all  the  pyogenic  streptococci  are  members  of  a 
single  species. 

Intravenous  inoculation  of  rabbits  with  virulent  cultures  usuallv 
results  in  a  rapidly  fatal  septicemia.     An  animal  which  has  died  of  a 

» Knorr,  Zeit.  f.  Hyg..  xiii. 

^  FeMeisen,  loc.  cit.;   Frankel,  (.'ent.  f.  Rukt.,  vi. 

3  Marbaix.  La  Cellule.  1892. 
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stroi)tococcus  infection  usually  shows  serosanguineous  edema  about  the 
point  of  inoculation,  multiple  hemorrhagic  spots  upon  the  serous  mem- 
i)riines,  and  congestion  of  the  viscera.  The  microorganisms  can  almost 
inviiriai)ly  i)e  found  in  the  heart's  blood,  in  the  spleen,  and  in  the  exudate 
about  the  inoculated  area.  Microscopically,  when  the  process  has  lasted 
sufficiently  long,  parenchymatous  degeneration  of  all  the  organs  may  be 
observed.  In  the  more  chronic  infections  articular  and  periarticular 
lesions  may  occur.^ 

Spontaneous  streptococcus  disease  seems  to  occur  among  some  of 
the  larjrcr  domestic  animals.  Thus,  a  contagious  form  of  inflammation 
of  the  respiratory  passages  of  horses  has  been  attributed  to  streptococcus 
iiifecticm.'  Among  cattle  these  microorganisms  have  been  found  to 
roduce  purulent  inflammation  of  the  udder  and  occasionally  post- 
partum uterine  inflammation  in  cows.  Among  the  smaller  labora- 
tory animals,  occasional  streptococcus  infections  may  be  observed  in 
labbits.  Recently  an  epidemic  disease  among  white  mice  due  to  strep- 
tococcus was  studied  by  Kutscher.'  As  a  rule,  however,  streptococcus 
diseiise  is  l)y  far  more  rare  among  animals  than  it  is  among  human  beings. 

In  man,  a  large  variety  of  pathological  processes  may  be  caused  by 
{Streptococci  and  here  again  the  nature  of  the  infection,  whether  definitely 
localized  or  generally  distributed,  depends  upon  the  relationship  existing 
between  the  virulence  of  the  incitant  and  the  resistance  of  the  subject. 

The  first  cultivation  of  streptococcus  from  human  lesions  was  made 
by  Fehleiscn,*  who  obtained  them  from  cases  of  erysipelas.  It  was 
lon^  ])elieved  that  the  so-called  Streptococcus  erysipelatis  was  a 
similar  but  essentially  different  species  from  the  common  Streptococcus 
pyogenes.  The  production  of  erysipelas  in  animals  with  streptococci 
from  other  sources,  however,  has  shown  definitely  that  the  two  groups 
can  not  be  separated.*  Superficial  cutaneous  infections  are  frequently 
caused  by  streptococci  and  these  in  the  milder  cases  may  be  similar 
to  the  localized  abscesses  caused  by  staphylococci.  In  severe  cases, 
however,  infection  is  followed  by  rapidly  spreading  edema,  lymph- 
angitis, and  severe  systemic  manifestations  with  the  development  of  a 
^rave  cellulitis,  often  threatening  life  and  requiring  energetic  surgical 
interference.     Invasion  of  the  respiratory  organs  by  streptococci  is  not 


^Schiitz,  Zeit.  f.  Hyg,,  iii;  Hiss,  Jour.  Med.  Res.,  xix,  1908. 

2  Va7i  (k  VeldCy  Monat^sheft  f.  Bakt.,  Thierheilk.,  ii. 

3  Kutscher,  Cent.  f.  Bakt.,  xlvi. 
*  Fehleisen,  loc.  cit. 

^Marbaix,  La  Cellule,  1892;   Petruachky,  Zeit  f.  Hyg.,  xxiii. 
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rare,  and  may  lead  to  bronchitis,  pneumonia,  or  empyema.  They  are 
frequently  present  also  as  secondary  invaders  in  pulmonary  tubercu- 
losis.* Streptococcus  infections  of  the  lungs  and  pleura  not  infrequently 
lead  to  pericardial  involvement. 

Suppurations  of  bone  may  be  caused  by  streptococci,  and  constitute 
a  severe  form  of  osteomyelitis.  Such  lesions  when  occurring  in  the 
mastoid  bone  are  not  infrequently  secondary  to  streptococcus  otitis  and 
may  lead  to  a  form  of  meningitis  which  is  in  most  cases  fatal.  In  the 
mouth  and  throat  streptococci  may  give  rise  to  phar>'ngitis  and  are  one 
of  the  most  frequent  causes  of  a  form  of  tonsillitis  often  clinically  indis- 
tinguishable from  diphtheria.  The  throat  inflammation  accompanying 
scarlatina  is,  almost  without  exception,  referable  to  streptococcus  infec- 
tion.^ The  occasional  presence  of  the  streptococcus  in  the  blood  of 
scarlatina  patients,  moreover,  has  led  some  authors  to  suggest  a  pos- 
sible etiological  connection  between  this  microorganism  and  the  disease.' 
This,  however,  is  at  present  merely  conjectural. 

In  diphtheric  inflammations  of  the  throat,  a  secondary  streptococcus 
infection  is  a  frequent  and  serious  complication.  As  incitants  of  disease 
of  the  intestines,  streptococci  have  been  found  in  appendicular  abscesses  * 
and  have  been  described  as  the  cause  of  some  forms  of  infantile  diarrhea.* 
From  any  of  the  local  processes  streptococci  may  pass  into  the  circulation, 
caiLsing  sepsis.  The  septicemia  occurring  during  the  puerperium  is  most 
often  caused  by  this  microorganism. 

Secondaiy  foci  in  the  viscera  may  be  established,  leading  to  pyemia,' 
or,  if  these  localizations  occur  upon  the  heart  valves,  septic  endocarditis 
may  ensue.  All  such  forms  of  general  streptococcus  infection,  whether 
running  acute  or  chronic  courses,  present  a  high  rate  of  mortality  The 
diagnosis  in  these  cases  is  usually  easy  if  l)lood  cultures  are  taken  upon 
suitable  media. 

Toxic  Products. — In  spite  of  extensive  researches  by  many  inves- 
tigators upon  the  nature  of  the  poisons  produced  by  streptococci, 
our  understanding  of  these  substances  is  still  very  incomplete.  The 
grave    systemic     symptoms    so    often    accompanying    comparatively 


» Comet,  "  Die  Tuberkulose."  Wien,  1899. 

>  Baginsky,  Deut.  med.  Zeit.,  1900. 

>  Baginsky  und  Sommerfeldty  Berl.  klin.  Woch.,  xxvii.  1900. 
*  Kelly,  "  Pathogenesis  of  Appendicitis." 

^  Lam  and  Tavel,Tlev.de  Chir.,  1904;  Perrone,  Ann.  de  Tinst.  Pasteur,    1905; 
Eschen'ch,  Jahrb.  f.  Kinderhcilkunde,  1899. 

>  Libman,  Cent.  f.  Bakt.,  xxii. 
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slight  streptococcus  lesions  argue  strongly  for  the  production  by  these 
microorganisms  of  a  powerful  diffusible  poison.  Toxic  filtrates  of 
streptococcus  cultures  have  indeed  been  obtained  by  Roger/  Marmier,' 
Haginsky  and  Sommerfeld,'  Marmorek,*  and  many  others;  but  these 
have  in  no  case  been  comparable  in  potency  to  the  soluble  toxins  of 
diphtheria  or  of  tetanus.  When  injected  into  young  guinea-pigs  in 
sufficient  quantity,  these  filtrates  produce  rapid  collapse  and  death. 
The  inability  to  produce  strong  toxins  is  generally  attributed  to  the 
difficulty  of  obtaining  very  abundant  growth  of  these  bacteria  upon 
fluid  media,  development  being  self-limiting,  either  because  of  the  ex- 
haustiori  of  specific  nutrit  ve  material  (Marmorek*),  or,  more  probably, 
because  of  the  inhibitory  effects  of  the  products  of  growth,  chiefly  acid 
formation.  This  last  factor  can  be  partially  overcome  by  the  use  of  the 
gluc()se-calcium-carbonat«  broth  mentioned  above,  in  which  acid  neutral- 
ization is  constantly  taking  place.  For  toxin  production,  Baginsky  and 
Sommerfeld*  advise  a  strongly  alkaline  reaction  of  the  media;  Mar- 
niorek  ^  has  used  human  blood-serum-bouillon  with  success.  The 
toxins  so  produced  are  relatively  thermostable.  According  to  v. 
Lingelsheim,  heating  to  00°  or  70°  G.  destroys  them  in  part  only. 
The  endotoxins  contained  within  the  cell-bodies  of  streptococci  them- 
selves have  been  found  to  possess  but  slight  toxic  qualities. 

Apart  from  these  substances,  some  streptococci  produce  a  hemolysin 
which  has  the  power  of  bringing  about  destruction  of  red  blood  cor- 
puscles. The  observation  of  this  phenomenon  for  streptococci  was  first 
made  by  Maniiorek  **  in  1895.  According  to  this  author,  there  is  a 
direct  relationship  between  virulence  and  hemolytic  power.  Other 
investigators,  however,  notably  Schottmiiller,'*  believe  the  hemolytic 
powc^r  to  be  a  constant  characteristic  of  certain  strains  unchangeable  by 
oxperinu^ntal  enhancement  or  reduction  of  the  virulence.  Streptococcus 
hemolysins  may  be  conveniently  observed  by  cultivation  of  the  organ- 
isms upon  blood-agar  plates.  They  may  be  produced  in  alkaline  pepton- 
broth  and  obtained  separate  from  the  bacteria  by  filtration — a  procedure, 

»  Roger,  Rev.  de  m6d.,  1892. 

^  Marmier,  Ann.  de  I'inst.  Pasteur,  ix,  1895,  p.  533. 
3  Haginsky  und  Sommerfeld ,  Berl.  klin.  Woch.,  1900. 
<  Marmorek,  Berl.  klin.  Woch.,  1902. 

*  Mantiorek,  Berl.  klin.  Woch.,  xiv,  1902. 

•  Loc.  cit. 

"  Marmorek,  Ann.  de  I'inst.  Pasteur,  1895. 
**  Mnrmorek,  Ann.  de  I'inst.  Pasteur,  1895. 
^SrhottmuUer,  Munch,  ined.  Woch.,  1903. 
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however,  in  which  the  (luantitics  obtained  are  never  large.  Besredliu  ' 
imd  yehifsiiigor  -  believe,  for  thia  it'a^wn,  that  the  hemolytic  substances 
arc  fliMely  attached  to  the  bacterial  bodiot^.  Tlie  hmt-numed  uuthoi-, 
ftirtrhennore,  has  (U^ttruiiued  that,  in  cunt  rai  list!  notion  to  thp  otlitji 
toxic  substances,  streptoirocciis  hemolyaina  arc  extremely  labile,  disa[>- 


pearinK  from  ciiltiiri;  lUiiilrt  after  slamlinf;  for  from  five  to  seven  days 
at  mom  lediperature. 

Immunization. --i-'or    reasons    not    wholly    iiiulcr^tnod   at    pre:?ont. 


■  lli>r../hi.  Aim.  .If  I'insl.  PiisU'iir,  xv. 
-Nc/,/(ciVii/.T.  /a-H.  f.  llyg,,  sxiv,  I'joa 
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recovery  from  streptococcus  infection  does  not  to  any  marked  degree 
produce  immunity  agaiiLst  these  bacteria.  Active  immunity  may, 
however,  be  produced  in  rabbits,  goats,  horses,  and  other  domestic 
animals  by  treatment  with  gradually  increasing  doses  of  streptococcus 
cultures/ 

In  carrying  out  such  immunizations  it  is  necessary  to  use  for  the  first 
injection  attenuated  or  dead  bacteria.  Attenuation  may  be  accom- 
plished by  moderate  heating  or  by  the  addition  of  chemicals  (terchlorid 
of  iodin).  Neufeld "  advises,  for  the  first  injection,  in  immunizing 
rabbits,  the  use  of  ascitic-broth  cultures  killed  by  heating  to  7(f  C.  This 
is  followed,  after  ten  days,  by  a  second  injection  of  a  small  quantity  of 
fully  virulent  cocci.  Following  this,  injections  are  made  at  intervals 
of  ten  days  with  constantly  increasing  doses.  Modifications  of  these 
gen(*ral  principles  are  employed  in  most  laboratories. 

The  sera  of  animals  so  treated  contain  no  demonstrable  antitoxic  or 
antihemolytic  substances.^  They  exert,  however,  demonstrable  bacteri- 
cidal power  both  in  vivo  and  in  vitro  and  distinctly  enhance  phagocytosis 
when  brought  into  contact  with  leucocytes  and  streptococci.  This 
"opsonic'*  power  has  been  noticed  both  intraperitoneally  (Bordet  *) 
and  in  vitro  (Denys  and  Leclcf  *). 

The  protective  value  of  streptococcus  immune  sera  for  infected 
animals  is  considerable,  n'aching  often  a  potency  hardly  explicable  by 
the  demonstrabh*  bactericidal  or  opsonic  power,  and  thereby  suggesting 
some  other  active  factor  not  understood  as  yet.*  Aronson  ^  has  produced 
ininmne  sera  by  the  treatment  of  horses  with  a  streptococcus  derived 
from  a  case  of  scarlatina,  0.(XX)4  cm.  of  which  sufficed  to  protect  mice 
from  ten  times  the  fatal  dos(^  of  a  streptococcus  culture.  These*  high 
protective  values,  liowever,  are  obtained  only  when  the  serum  injections 
are  given  simultaneously  with  the  bacteria,  (liven  four  or  six  hours 
after  infection,  mudi  higher  dosage  nmst  be  employed  and  protective 
results  are  much  less  regular  in  occurrence.*     Other  anti-str(»ptococcic 


^  KfH-h  uinl  Pelrusrhky.  Zeit.  f.  Hy/.,  xxiii,  189G. 
=  Xeu/cU,  Zeit.  f.  Hyj?.,  xliv,  llKKi 
^  Lingehheim,  ZtMt.  f.  Hy^.,  x,  1891. 
<  B(frd€t.  Ann.  de  I'inst.  Pasteur.  1897. 

*  Denys  ct  Lechf,  ("elliile,  t.  ix. 

•  Denys  et  Marchand,  **  Mocanisnio  de  l'iminiinit<^."  etc.,  Brussels,  1890. 

7  Aronson,  Berl.'klin.  Woch..  xxxii,  1S9():  ibid.,  xlii  and  xliii,  1902;  ibid.,  viii  and 
ix.  1905. 

«  Denys,  "  IjO  Serum  antistreptoc.,''  Louvain.  1890;  Vande  Velde,  Ann.  de  I'inst. 
Pasteur,  1890. 
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sera  have  been  produced  by  Denys,  Mcnger,  Tavel,  and  others,  all  show- 
ing more  or  less  marked  potency  in  protecting  animals/ 

Since  these  sera,  while  in  a  general  way  potent  against  all  streptococci, 
have  been  found  protective  chiefly  against  the  specific  microorganism  em- 
ployed for  their  production,  Van  de  Velde.^  Denys,  Aronson,  and  others 
have  advised  the  immunization  of  the  animal  with  a  large  variety  of 
streptococcus  races,  derived  from  many  different  human  sources.  The 
resulting  "  polyvalent "  serum  is  more  apt  to  exert  equally  high  protective 
powers  against  all  streptococcus  infectioiLs.  The  therapeutic  value  of 
such  sera  in  the  treatment  of  human  infections  is  still  sub  judi-ce.  Un- 
deniably favorable  reports  are  published  each  year  in  increasing  number, 
but  are  by  no  means  regular  or  comparable  to  results  such  as  those  ob- 
tained in  diphtheria  with  diphtheria  antitoxin.  Nevertheless,  in  mild 
cases  or  in  those  in  which  the  lesions  have  been  distinctly  localized,  the 
sera  hav(?  s(?emed  to  be  sufficiently  useful  to  justify  their  use  and  to 
necessitate  their  standardization. 

Standardization  is  accomplished  by  the  methods  first  devised  by 
Marx  ^  for  the  standardization  of  swine-plague  serum,  and  depends  upon 
the  ability  of  the  serum  to  protect  animals  against  a  measured  dose  of 
virulent  streptococci.  Aronson  *  designates  as  a  ''  normal  stTum  "  one 
of  which  0.01  c.c.  will  protect  a  mouse  against  ten  to  one  hundred  times 
the  fatal  dose  of  virul(»nt  streptococci.  Out?  cubic  centimeter  of  this 
serum  ecjuals  one  serum  unit.  ( -omparisons  by  animal  experiment  with 
this  standard  serum  approximately  determine  the  value  of  other  sera. 

Leucocyte  extracts  have  been  employed  by  tlu*  writers  and  others, 
as  advised  by  Hiss,^  in  various  forms  of  streptococcus  infections  of  man 
with  success  in  manv  cases.  Very  uniformly  favorable  results  have 
been  obtained  with  these  exti*acts  in  cases  of  erysipelas. 

The  ayylutinlns  found  in  streptococcus  immune  sera  are  usually  most 
active  toward  the  race  of  bacteria  employed  in  the  iinmunization.  Other 
streptococci,  however,  are  also  agglutinated,  hut  in  relatively  higlier 
concentration  of  the  serum.  Thus,  while*,  a  specific  group  reaction  is 
extremely  useful  in  differentiating  streptococci  from  other  species,  such  as 


'  Denys  et  Marchand.  Bull,  de  I'acad.  roy.  de  inM.  de  Hel<ric|ue,  1898;  Menger, 
Berl.  klin.  Woch.,  1902;   Tavel.  Corr.-Bl,  f.  .Schw.  Aerzte. 

2  Vandc  Vcl/Ie,  Arch,  de  nied.  ex  per.,  1897. 

^  Marx,  Deutsche  thierarzt.  Wocli.,  vi,  1901. 

*  Aronson,  Berl.  klin.  Woch.,  xliii.  1902;  ()tt(t,  Arb.  a.  d.  koiii^l.  Inst.,  etc., 
Frankfurt  a.  M..  Heft  2,  19(K). 

*//i««,  Jour.  Med.  lU's.,  xix,  1908. 
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piiouinococci.  agglutination  ran  not  be  relied  upon  to  differentiate  in- 
dividual streptococci  from  one  another  (Hiss).  It  has  even  been  found 
that  a  scuuni  produced  with  a  streptococcus  from  one  source,  con- 
tained a  higher  agglutinating  value  for  some  other  streptococcus  than 
for  the  one  employed  in  its  production.  Agglutinins  may  be  produced  by 
treating  animals  with  dead  as  well  as  with  the  living  vimlent  streptococi. 
Whiles  the  technique  of  the  streptococcus  agglutination  tests  is  not 
difficult  when  we  are  dealing  with  strains  which  grow  diffusely  and  with 
even  clouding  in  fluid  media,  the  frequency  with  which  these  micro- 
organisms clump  spontaneously  in  broth  cultures  necessitates  the  use  of 
a  special  technique.  The  most  simple  of  these  methods,  and  possibly 
tlu^  best,  is  the  one  in  which  calcium-carbonate-glucose  broth  is  used 
for  cultivation.^  Growing  in  this  medium  and  thoroughly  shaken  once  a 
day,  th(^  streptococci  are  usually  found  evenly  divided  in  the  supernatant 
fluid  after  the  settling  out  of  the  heavier  calcium-carbonate  powder. 

Precipitins  have  been  found  by  Aronson '  in  streptococcus  immune 
horse  serum.  Special  methods  of  extracting  the  bacteria  were  em- 
l)loyed. 

Classification. — Frequently  observed  differences  in  the  minor  cul- 
tural characteristics  and  in  the  virulence  of  streptococci  obtained  from 
various  sources  have  given  rise  to  much  discussion  as  to  the  identity  of 
all  races  of  streptococci.  The  earii est  observers  were  forced  to  abandon 
tluMr  separation  of  the  streptococci  of  erysipelas  from  other  streptococci 
because  of  the  work  of  Marbaix '  and  others,  who  produced  er>'sipelas 
in  rabbits  with  streptococci  from  non-erysipelatous  lesions,  after  en- 
hancement of  their  virulence,  v.  Lingelsheim  *  has  proposed  a  pun4y 
morphological  differentiation  of  ''longus*'  and  "brevis";  the  former 
class  including  the  streptococci  most  usually  found  in  pyogenic  le- 
sioiLs  and  having  a  tendency  to  form  chains  of  six  or  more  links,  the 
hitter  designating  the  short-chained  varieties,  including,  as  a  rule, 
the  less  virulent  streptococci.  This  classification,  however,  is  not 
scientifically  tenable  because  of  th(^  considerable  dependence  of  chain- 
formation  upon  reaction,  consistency,  and  nutritive  qualities  of  the 
media  employed  for  cultivation,  and  upon  the  influence  of  animal  fluids 
if  the  microorjianisms  are  taken  direct  from  lesions.     Schottmiiller,* 


>  Ifiss,  Jour.  Kxp.  Mod.,  vii,  199.'). 

^Aronson.  IX'iit.  mt*(i.  Woch.,  25.  1903. 

'  Marbaix,  loc.  cit. 

<  r.  Ltngchhritn,  "  Aotiol.  ii.  Thcmp.  d.  St rcptokok.  Krankh.."  etc.,  Berlin,  1809. 

^Schottmiilhr.  Miinch.  nieil.  Woch..  VM)^. 
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who  has  maxlc  a  careful  study  of  streptococci,  in  1903  proposed  a  classi- 
fication based  both  upon  morphology  and  the  appearance  of  cultures 
upon  human  blood  agar.  By  this  method  he  divided  streptococci  into 
two  main  groups  as  follow^s:  I.  Streptococcus  longiis  sen  erysipelntois, 
consisting  of  the  most  virulent  varieties,  having  a  tendency  to  form  long 
chains,  and  regularly  producing  hemolysis  upon  blood  media.  II. 
Streptococcus  mitior  seu  viridansy  including  less  virulent  strains,  with 
usually  shorter  chain-formation,  and  producing  green,  non-hemolyzing 
colonies  upon  blood  media.  These  are  the  streptococci  which  he 
usually  obtained  from  milder  or  more  chronic  lesions.  A  third  group 
which  he  adds,  '^Streptococcus  mucosus,''  w-ill  receive  special  considera- 
tion in  a  separate  section,  and  is  probably  more  closely  related  to  the 
pneumococci  than  to  the  streptococcus  groups. 

Attempts  to  separate  the  streptococci  into  subdivisions  by  their 
powers  to  ferment  various  carbohydrates  have  been  made  by  Hiss, 
Gordon,  and  others.  These  attempts  have,  so  far,  been  without  practical 
result.  Hiss  ^  indicated  a  tentative  division  of  streptococci  into  those 
which  fermentetl  monosaccharids  alone,  those  which  were  also  able 
to  ferment  disaccharids,  and  those  in  which  the  fermentative  powers 
w-ere  extended  to  the  polysaccharids,  starch,  dextrin,  and  glycogen. 

(jiordon.^  after  a  thorough  study  of  numy  strains  upon  seven  carlx)- 
hydrates,  found  ten  different  fermentation  reactions  among  twenty 
pyogenic  streptococci  examined,  and  forty-eight  different  fermentation 
reactions  among  two  hundred  streptococci  isolated  from  saliva.  Othe." 
work  by  Andrewes  and  Horder  and  by  Buerger^  confirms  the  irregu- 
larity of  the  fermentation  reactions  within  this  group. 

Probably  the  most  reliable  method  of  determining  the  interrelation- 
ships existing  between  bacteria,  not  only  within  this  group,  but  in  all 
bacterial  classes,  is  that  depending  upon  their  reactions  to  immune 
sera.  The  work  of  Aronson,^  Marmorek,*  and  others  has  shown  that 
streptococcus  imnume  sera  produced  with  any  one  race  of  pyogenic 
streptococci  exerted  considerable,  though  variable,  protective  action 
against  many  other  strains  of  streptococci.  The  same  authors,  as  well 
as  many  othei's,  working  with  the  agglutination  reaction,  have  shown 
that  the  agglutinins  produced  with  one  streptococcus  strain  were  active 

'  ///»8,(Vnt.  f.  Bakt.,  xxxi,  1902;  Jour.  Kxp,  Mini.,  vi.  1905. 

2  Gordon,  Annual  lU^port,  Local  (Jovoni.  lioani.  X\,  London.  HMKi. 

3  Andrewes  and  IJorder,  Lancft,  19(K>;   Biwrger,  Jour.  Kxp.  Mo<i..  ix.  19()7. 
Mro/isow,  Berl.  Win.  Woch..  1902;   ibid.,  190:i. 

»  Marmorek,  Berl.  klin.  Woch..  1902. 
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against  many  other  streptococci.  While  most  active  usually  against 
the  particular  microorganism  with  which  they  were  produced,  this  was 
by  no  means  the  rule,  a  serum  produced  with  a  streptococcus  from  a  case 
of  sepsis,  in  one  case,  agglutinating  a  streptococcus  from  a  ease  of 
scarlatina  more  highly  than  it«  own  microorganism.  As  with  other 
"group  agglutinations/'  the  more  highly  immune  the  serum  is,  the 
more  general  is  the  agglutinating  power  over  ther  whole  group.  Thus, 
while  agglutination  is  practically  useless  in  separating  streptococci 
from  one  another,  it  is  highly  useful  in  differentiating  these  organisms 
from  allied  groups,  such  as  the  pneumococci.  The  immune  reactions, 
therefore,  seem  to  indicate  a  very  close  relationship  between  strepto- 
cocci as  a  class. 

Streptococcus  znacosns. — ^This  microorganism  was  first  definitely 
described  by  Howard  and  Perkins  *  in  1901,  and  was  subsequently  care- 
fully studied  by  Schottmiiller,^  who  isolated  it  from  cases  of  parame- 
tritis, peritonitis,  meningitis,  and  phlebitis.  The  organism  has  since 
been  described  by  many  observers  as  the  incitant  of  a  variety  of 
lesions  and  as  an  apparently  harmless  inhabitant  of  the  normal  mouth. 
Morphologically,  though  showing  a  marked  tendency  to  form  chains,  on 
solid  media  it  often  appears  in  the  diplococcus  form.  It  is  enclosed  in 
an  extensive  capsule,  which  appears  with  much  regularity  and  persist- 
ence. Though  ver>'  similar  in  appearance,  therefore,  to  pneumococci, 
these  bacteria  do  not  appear  in  the  typical  lancet  shape.  Upon  solid 
media  they  show  a  tendency  to  grow  in  transparent  moist  masses.  The 
n»gularity  with  which  this  microorganism  ferments  inulin  medium,  and 
its  agglutinative  characters,  make  it  probable  that  it  is  more  accurate  to 
place  it  with  the  group  of  pneumococci  than  with  that  of  streptococci.' 
(For  agglutinations  see  section  on  pneumococcus  agglutination,  p.  804.) 


*  Howard  and  Perkins,  Jour.  Med.  Res.,  1901,  N.  S.,  i. 

^  Schottmuller,  Miinch.  med.  Woch.,  xxi,  1903. 

'  Hiss,  Jour.  Exp.  Med.,  1905;  Buerger,  Cent.  f.  Bakt..  I,  xli,  llKXi. 


CHAPTER  XXin 

DIPLOCOCCUS    PNEUMONIAE 

{PneumococcuSj  Diplocoams  lanceolatiis) 

The  opinion  that  lobar  pneumonia  is  an  infectious  disease  was  held 
by  many  far-sighted  clinicians  long  before  the  actual  bacteriological 
facts  had  been  ascertained.  This  idea,  so  well  founded  upon  the  nature 
of  the  clinical  course  of  the  disease,  with  its  violent  onset  and  equally 
rapid  defervescence,  led  many  of  the  earlier  bacteriologists  to  make  it  the 
subject  of  their  investigations — a  subject  made  doubly  diflScult  by  the 
abundant  bacterial  flora  found  normally  in  the  upper  respiratory  pas- 
sages, and  by  the  fact,  which  is  now  recognized,  that  lobar  and  other 
pneumonias  are  by  no  means  always  caused  by  one  and  the  same  micro- 
organisms. 

Cocci  of  various  descriptions  and  cultural  characteristics  were  isolated 
from  pneumonia  cases  by  Klebs/  Koch,'  Glinther,'  Talamon,*  and  many 
others,  which,  however,  owing  to  the  insufficient  differential  methods  at 
the  command  of  these  investigators,  can  not  positively  be  identified 
with  the  microorganism  now  known  to  us  as  Diplococcus  pneumoniap 
or  the  pneumococcus.  Although  thus  unsuccessful  as  to  their  initial 
object,  these  early  investigations  were  by  no  means  futile,  in  that  they 
gave  valuable  information  regarding  the  manifold  bacterial  factors 
involved  in  acute  pulmonary  disease  and  incidentally  led  to  the  dis- 
covery by  Friedlander^  of  B.  mucosus  capsulatus. 

Communications  upon  lance-shaped  cocci  found  in  saliva,  and 
capable  of  producing  septicemia  in  rabbits,  were  published  almost  simul- 
taneously by  Sternberg  *  and  by  Pasteur  ^  in    1880.     These   workers 


^Klebs,  Arch.  f.  cxp.  Path..  1878. 

^  Koch,  Mitt.  a.  d.  kais.  GesuiKiheitsamt,  Bd.  1. 

*Gunther,  Dent.  raed.  Woch.,  1882. 

*  Talamon,  Progr.  m^l.,  1883. 

*  Friedldnder,  Virchow's  Arch.,  Ixxxvii. 
^Sternberg,  Nat.  Board  of  Health  Bull.,  1881. 
» Pasteur,  Bull,  de  I'acad.  dc  mi^d.,  1881. 
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})cy()ncl  reasonable  doubt  were  dealing  with  the  true  pncumococeus,  but 
did  not  in  any  way  associate  the  microorganisms  they  described  with 
lobar  pneumonia.  The  solution  of  this  problem  was  reserved  for  the 
labors  of  A.  Frankel  ^  and  Weichselbaum '  who  published  their  results, 
independently  of  each  other,  in  1886,  demonstrating  beyond  question 
that  the  pncumococeus  is  the  etiological  factor  in  a  large  majority  of 
cases  of  lobar  pneumonia. 

Morphology  and  Staining. — ^Thc  morphology  of  the  pncumococeus  is, 
in  general,  one  of  the  most  valuable  guides  to  its  identity. 

When  typical,  the  pneumococcus  is  a  rather  large,  lancet-shaped  coc- 
cus, o(rcurring  in  pairs,  and  surrounded  by  a  definite  and  often  wide 
capsule,  which  usually  includes  the  two  approximated  cocci  without  a 
definite  indentation  opposite  their  lines  of  division.  The  pneumococci 
may,  however,  occur  singly  or  in  short  chains,  and  even  fairly  long 
chains  are  not  infrequently  met  with  under  artificial  cultural  conditions. 
This  may  be  chiefly  due  to  the  cultural  conditions  or  may  be  a  promi- 
nent characteristic  of  certain  strains.  Apparently  the  capsules  of  or- 
ganisms making  up  the  chains  are  continuous;  wax'y  indentations  are 
usually  present,  however,  in  the  capsule  of  chains,  and  at  times  distinct 
divisions  are  observed. 

The  chief  variations  from  the  typical  morphology  consist  either  in 
the  assumption  of  a  more  distinctly  spherical  coccus  type,  or  in  an 
elongation  approximating  the  bacillary  form.  Under  certain  conditions 
of  artificial  cultivation  a  distinct  flattening  of  the  organisms,  particularly 
of  those  making  up  chains,  may  be  seen,  and  even  the  impression  of  a 
longitudinal  line  of  division,  characteristic  of  many  streptococcus 
cultures,  is  not  infrequently  gained. 

The  capsules  under  certain  conditions,  especially  in  artificial  media, 
may  l)e  absent  or  not  demonstrable,  and  in  certain  strains  capsules  ap- 
parently may  not  be  present  under  any  conditions.  Practically  any  of 
the  described  variations  may  dominate  one  and  the  same  culture  under 
different  or  even  apparently  the  same  conditions  of  cultivation,  and  all 
grades  may  occur  in  capsule  development,  from  its  typical  formation 
through  all  variations,  to  its  total  and  apparently  permanent  absence. 

The  presence  or  absence  of  capsules  depends,  to  a  large  extent,  upon 
the  previous  environment  of  the  pneimiococci  under  observation.  The 
most  favorable  conditions  for  the  development  or  preser\\ition  of  the 
pneumoco(^cus  capsule  are  found  in  the  body  fluids  of  inan  and  animals 

«  A.  Frdnkd,  Zeit.  f.  klin.  Moil.,  x.  1886. 

2  Weichselbaum t  Med.  JahrbUchcr,  Wicn,  1886. 
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suffering  from  pneumococcus  infection.  For  instance,  capsules  may  lie 
demonstrated  with  ease  by  the  usual  capsule-staining  methods  in  the 
blood,  serum,  and  inflummatoiy  exudate  of  the  infected  rabbit  and 
white  mouse.  Capsules  may  be  equally  well  marked  in  the  fresh  sputum 
of  pneumonia  patients,  especially  in  the  early  studies  of  the  disease  and 
in  the  exudate  accompanying  such  pneumococcus  infections  as  menin- 
ffilis,  otitia  media,  and  empyema.  In  sputum  and  the  exudates  of 
various  localized  infections,  the  organisms  are,  however,  frequently 
degenerated  or  under  chemical  conditions  unfavorable  for  capsule 
staining,  and  satisfactor\'  results  are  not  then  easily  obtained.     The 


Fio.  76.— r 
LoEFFLfii's     Seiti'M.      (l'u]>Kiilp     slum 
by     gentian- V  iolet-i)ol;»asiiiiii-c;irbon;ile 
method.) 


7(1. — PsTriioeorci,   from  Rar- 
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same  is  ofteu  true  of  the  scrapings  from  liirigs  of  jmticnts  dead  of 
pneumonia,  even  in  the  stage  of  rod  hcpatizalioii. 

In  arlifiiial  cull  ivatiun,  if  the  nutrient  mcdiTini  is  not  milk  or  does  not 
contain  serum,  capsules  can  not  usually  be  dcuKinsi rated  l>y  the  ordinary 
methods  of  preparing  and  staining.  Cap.-^ulcs  iiiay.  however,  with  much 
regularity  Ik-  demonstrated  on  pnoumococci,  in  jigar,  broth.  <)r  on  almost 
all,  if  not  a!l.  art ilicial  media,  irresix'ctive  of  the  longtliof  lime  the  organ- 
isms have  been  under  artificial  cultivation  if  lieef  or  rabbit  scrum  is  used 
as  the  diluent,  when  tliey  are  spread  on  the  cover-glass  for  staining.' 

The  pneimiococcus  is  non-motile  and  possesses  no  tlagella.  Spores 
are  not  formed.  ,  Swollen  and  irregular  involution  f()rms  are  common 
in  culturos  more  than  a  day  old. 


■y/iM,('ei 


.  f.  Dakt.. 


.  1!H»2;  Jyiir.  Kxp.  Mt'.l., 


,  liH)5. 


DIPLOCOCCUS  PNEUMONIAE  355 

The  pneumococcus  is  stained  readily  with  all  the  usual  aqueous 
anilin  dyes.  Stained  by  the  method  of  Gram,  it  is  not  decolorized. 
Special  methods  of  staining  have  been  devised  for  demonstra- 
tion of  the  capsule.  The  ones  most  generally  used  are  the  glacial 
acetic-acid  method  of  Welch  ^  and  the  copper-sulphate  method  of  Hiss.' 
More  recently  Buerger'  has  devised  a  more  complicated  method  for 
staining  capsules,  for  which  he  claims  differential  value.  (For  methods 
see  section  on  Technique,  p.  98.) 

For  simple  staining  of  pneumococci  in  tissue  sections,  the  Gram- 
Weigert  technique  is  excellent.  For  demonstration  of  the  capsules 
in  tissue  sections,  Wadsworth  *  has  described  a  simple  method. 

Gultivatioii  and  IsolaticD. — The  pneumococcus  being  more  strictly 
parasitic  than  many  other  bacteria,  presents  greater  difficulties  in  its 
cultivation.  On  meat -extract  media  growth  does  not  take  place  with 
regularity.  On  those  media,  however,  which  have  beef  or  veal  infusion 
for  their  basis,  growth  can  be  obtained  with  considerable  regularity, 
although  such  growth  may  be  sparse  and  delicate. 

Growth  takes  place  most  regularly  at  a  temperature  of  37.5®  C. 
Development  does  not  usually  occur  below  25°  nor  above  41*^  C'.*  At 
ordinary  room  temperature,  18-22°  C,  the  temperature  used  for  gelatin 
cultivation,  growth  either  does  not  take  place  at  all  or  is  exceedingly 
slow  and  unenergetic.  Aerobic  and  anaerobic  conditions  are  equally 
favorable  for  pneumococcus  cultivation,  there  being  very  little  difference 
in  speed  or  extent  of  growth  along  the  course  of  deep  stab  cultures  in 
favorable  media.  The  most  favorable  reaction  of  media  for  the  culti- 
vation of  this  microorganism  is  neutrality  or  moderate  alkalinity  (two- 
tonths  to  eight-tenths  per  cent  alkalinity  to  phenolphthalein) .  Slight 
acidity,  how(»vor,  if  not  exc(»eding  eight-tenths  per  cent,  does  not 
materially  hamper  development. 

The  growth  of  pneumococci  on  all  media  may  be  considerably 
enhanced  bv  the  addition  to  these  media  of  animal  or  human  serum  or 
whole  blood.  Additional  substances  which,  among  others,  unquestion- 
ably have  a  favorable  influence  upon  pneumococcus  growth,  are  glucose, 
nut  rose,  and  glycerin.  The  addition  of  the  latter  substances  to  the 
media,  however,  probably  because  of  acid  formation,  hastens  the  death 

>  Welch,  Johns  Hopk.  Hosp.  Bull,  xiii.  1892. 

*  Hiss,  Cent.  f.  Bakt.,  xxxi,  1902;  Jour.  P]xp.  Med.,  vi,  1905. 

*  Buerger,  Medical  News,  Ixxxviii,  1904. 

*  WadsiiXfrth,  "  Studies  by  the  Pupils  of  W.  T.  Sedgu-ick,"  Chicago,  1896. 
*A.  Frankel,  Dent.  med.  Woch.,  xiii,  1886. 
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of  pneumococcus  cultures.  An  increase  of  the  amount  of  pepton 
used  for  the  preparation  of  media  is  desirable  for  the  cultivation  of 
this  microorganism;  two  to  four  per  cent  of  pepton  may  be  found 
advantageous. 

In  suitably  alkaline,  nutrient  broths  growth  is  rapid,  and  within 
twenty-four  hours  leads  to  slight  clouding  of  the  fluid.  This  clouding, 
as  a  rule,  eventually  disappears  as  the  microorganisms,  sinking  to 
the  bottom  of  the  tube  or  disintegrating,  leave  the  fluid  more  or 
less  clear.  In  broth,  pneumococci  have  a  tendency  to  form  short 
chains.  When  glucose  has  been  added  to  the  broth,  growth  is  more 
rapid  and  profuse,  but  considerable  acid  formation  causes  the  cultures 
to  die  out  rapidly.  It  is  possible,  however,  to  employ  glucose  as  a 
growth-enhancing  element  in  broth  cultures  without  interfering  with  the 
viability  of  the  cultures  by  adding  small  (quantities  (one  per  cent)  of 
sterile,  powdered  calcium  carbonate.  This  method  of  cultivation  in 
broth  is  especially  adapted  to  the  production  of  mass  cultures  forpurpases 
of  immunization  or  agglutination.^  The  addition  of  ascitic  fluid  or  blood 
serum  to  broth,  in  the  proportion  of  one  to  three,  makes  an  extremely 
favorable  medium  in  which  growth  is  rapid  and  profuse. 

Upon  agar  plates,  pneumococcus  growth  is  not  unlike  that  of  strepto- 
coccus. The  colonies  are  small,  round,  and  slightly  more  transparent 
than  those  of  the  streptococci.  They  appear  more  moist  than  strepto- 
coccus colonies  and  oft^n  are  more  flat.  Microscopically  examined,  the 
colonies  are  finely  granular,  with  dark  centers  and  slightly  corrugat-ed 
lighter-colored  peripheral  areas.  Under  high  magnification  no  such  in- 
tertwining convolutions  can  be  seen  as  those  noticed  under  similar 
magnification  in  streptococcus  cultures.  The  addition  of  animal  albu- 
min to  agar  results  in  the  more  rapid  development,  larger  size,  and  deeper 
opacity  of  the  colonies. 

Agar  stab  cultures  show  growth  within  twenty-four  to  thirty -six 
hours,  which  takes  place  with  equal  thickness  along  the  entire  course  of 
the  stab.  There  is  nothing  distinctive  in  these  cultures  to  differentiate 
them  from  similar  streptococcus  cultures. 

In  gelatin  plate  and  stal)  cuUurcs  ni  22°  C,  growth,  as  a  rule,  does  not 
take  place.  This,  however,  is  not  true  of  all  races  of  pneumococci. 
Occasionally  strains  arc  met  with  which  will  grow  fairly  abundantly  in 
gelatin  at  a  temperature  of  22°  C.  When  the  gelatin  is  rendered  suflfi- 
ciently  firm  to   bear  25°  to  20°  C.  without  melting,   growth   apjx^ars 


»  Hiss,  Jour.  Exp.  Med.,  vii,  1905. 
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slowly  and  spai*sely  as  mimito,  grayish-white,  transparent  colonies. 
The  jjjelatin  is  not  li(iiiefie(l  by  the  organisms. 

Clrowth  upon  milk  is  rapid  and  profuse,  resulting  usually  in  the 
production  of  acid  and  consequent  coagulation  of  the  medium.  Ex- 
ceptionally, races  are  encountered  in  which  this  function  is  suppressed 
and  coagulation  in  milk  is  absent  or  long  delayed. 

Upon  potato,  a  thin,  grayish,  moist  growth  occurs,  hardly  visible  to 
the  naked  eye,  and  often  indistinguishable  from  an  incretised  moisture 
on  the  surface  of  the  medium. 

Upon  Locffler's  coagulated  blood  serum,  the  pneumococcus  develops 
into  moist,  watery,  discrete  colonies  which  tend  to  disappear  by  a 
drying  out  of  the  colonies  after  some  days,  differing  in  this  from  strep- 
tococcus colonies,  which,  though  also  discrete,  are  usually  more  opaque 
:;nd  w^hiter  in  appearance  than  those  of  the  pneumococcus  and  remain 
unchanged  for  a  longer  time.  This  medium,  as  will  be  seen,  is  use- 
ful in  differentiating  pneumococci  from  the  so-called  Streptococcus 
nuicosus. 

Upon  a  medium  made  up  of  mixtures  of  whole  rabbit^s  blood  and 
agar,  the  pneumococcus  grows  with  considerable  luxuriance,  and  forms, 
after  four  or  five  days  or  longer,  thick  black  surface  colonies,  not  unlike 
small  sun  blisters  on  red  paint.  These  colonies  are  easily  distinguished 
from  the  hemolyzing  colonies  of  most  streptococci,  and  are  in  this 
res{>ect  of  considerable  differential  value. ^ 

Sj>ecial  media  of  various  descriptions  have  been  devised  for  pneu- 
mococcus cultivation.  Thus,  (Juarnieri  ^  has  recommended  a  medium 
with  a  pepton-beef-infusion  basis  rendered  semisolid  by  mixtures  of 
agar  and  high  percentages  of  gelatin.  A  modification  of  this  medium 
hiLs  l)een  described  by  Welch  ^  and  has  l)een  much  employed  in  work 
with  the  pneumococcus.  Cultivation  within  eggs  and  upon  egg  media* 
has  Ixjen  advised  and  used  by  various  observers.  Wadsworth  *  has 
recommended  a  medium  composed  of  ascitic  fluid  to  which  three-tenths 
j)er  cent  agar  ha.s  ])een  added — sufficient  to  give  a  soft  jelly-like  con- 
sistency to  the  medium.  He  observed  prolonged  viability  and  the 
preservation  of  the  virulence  in  this  medium. 

For  the  pur{^)se  of  differentiating  pneumococci  from  streptococci, 

>  IIiss,  loc.  cit. 

'Guarnieri,  Att.  dell'  Acjui.  di  Roma,  ISS^i. 
3  Wetch,  Johns  Hopk.  Hosp.  Bull.,  iii,  1892. 
*  Sclam,  Hiv.  d'l^iono.  1S94. 
6  Watlsworth,  Proc.  N.  Y.  Path.  See.,  1903. 
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Hiss  *  devised  a  medium  composed  of  l^eef  serum  one  part,  and  dis- 
tilled water  two  paits,  to  which  is  added  one  per  cent  of  inulin  (c.  p.), 
and  enough  litmus  to  render  the  medium  a  clear,  transparent  blue. 
By  fermentation  of  the  inulin  the  pneumococcus  acidifies  this  mixture, 
rendering  the  limus  red  and  causing  coagulation  of  the  serum.  Strep- 
tococci do  not  ferment  inulin  and  the  medium  remains  blue  and  fluid. 
(For  the  preparation  of  special  media,  see  section  on  Media,  p.  132.) 

For  the  isolation  of  pneumoco(Ti  from  mixed  cultures  or  from 
material  containing  other  species,  such  as  sputum,  the  most  reliable 
method  is  to  make  surface  smears  of  the  material  containing  the  bac- 
teria upon  plates  of  neutral  glucose-agar  or  preferably  of  glucose-seruni- 
agar.  According  to  the  number  of  bacteria  present  in  the  infected  ma- 
terial from  which  the  isolation  is  to  l)e  made,  it  may  1)6  smeared 
directly  upon  the  plate,  or  diluted  with  sterile  l)roth  or  salt  solution 
l)efore  planting.  After  incubation  for  twenty-four  hours,  the  pneumo- 
coccus colonies  are  easily  differentiated  from  all  but  those  of  strepto- 
coccus. With  practice,  however,  they  may  be  distinguished  from  these 
also,  by  their  smoother  edges  and  greater  transparency  and  flat- 
nej^s.  Pour-plates,  prepared  in  the  usual  way,  can  also  be  made  but 
are  less  useful  since  deep  colonies  of  pneuiuococci  show  no  distinctive 
features. 

Another  method  for  pneumococcus  isolation,  useful  to  eliminate 
other  bacteria,  is  that  of  animal  inoculation.  White  mice  are  inoc- 
ulated with  0.5  to  1  c.c.  of  the  infectious  material  by  subcutaneous 
injection,  made  most  easily  at  the  base  of  the  tail.  If  virulent  pneumo- 
cocci  are  present  in  the  inoculated  material,  death  from  septicemia 
usually  occurs  within  twenty-four  to  forty-eight  hours.  Surface  smeiirs 
should  be  made  on  glucose-agar  plates  with  the  heart's  blood.  By 
this  method  pure  cultures  may  usually  lx»  obtained  directly  from  the 
mouse  blood. 

Resistance. — Kept  upon  artificial  media,  the*  viability  of  .the  pneu- 
mococcus is  not  great.  Cultures  upon  agar  or  bouillon  should,  to  l^e 
kept  alive,  be  transplanted  every  third  or  fourth  day,  if  the  cultures  are 
kept  at  incubator  temj^ratures.  In  all  media  in  which  rapid  acid 
formation  takes  place,  such  a,s  glucose  media,  the  death  of  cultures  may 
occur  even  more  rapidly.  In  media  containing  albumin  and  of  a  proper 
degree  of  alkalinity,  preservation  for  one  or  even  two  weeks  is  possible. 
The  longer  the  particular  race  has  been  kept  upon  artificial  media,  the 
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more  profuse  is  its  growth,  and  the  greater  its  viability,  both  qualities 
going  hand  in  hand  with  its  diminishing  parasitism.  The  length  of  life 
of  these  bacteria  may  be  much  increased  by  their  preservation  at  a  low 
temperature,  in  the  dark,  and  by  the  exclusion  of  air.  Hy  far  the  best 
medium  for  keeping  pneumococci  alive  is '  the  previously  mentioned 
cuicium-carbonate-infusion  broth,  (irown  in  this  medium  and  kept  in 
the  ice-chest,  cultures  may  often  remain  alive  for  months. 

In  sputum  the  viability  of  pneumococci  seems  far  to  exceed  that 
observed  u|^)n  culture  media.  The  studies  of  (luarnieri,^  Bordoni- 
rffreduzzi,^  and  others  have  shown  that  pneumococci  slowly  dried  in 
sputum  may  remain  not  only  alive  but  virulent,  after  from  one  to  four 
months,  when  protected  from  light;  and  as  long  as  nineteen  days 
when  exposed  to  difTus(Hl  light  at  room  temperature.  Experiments  by 
Ottolenghi '  have,  in  the  main,  confirmed  these  results;  the  virulence 
seems,  in  Ottolenghi's  experiments,  to  have  become  considerably  attenu- 
ated l>efore  the  death  of  the  cocci  occurred.  More  recent  studies  by 
Wood,^  whose  attention  was  focused  chiefly  upon  pneumococcus  viabil- 
ity in  finely  divided  sputum — in  a  condition,  in  other  words,  in  which  in- 
halation transmission  would  l)e  possible — have  shown  that  pneumococci 
in  finely  sprayed  sputum  survive  for  only  about  one  and  one-half  hours, 
under  ordinary  conditions  of  light  and  temperature.  Exposed  to  strong 
sunlight  pneumococci  die  off  within  an  hour,  often  within  a  few  minutes. 

Low  t€m{>eratures  are  well  borne  by  pneumococci,  temperatures 
slightly  above  zero  being  even  conducive  to  the  prolongation  of  life  and 
the  preservation  of  virulence. 

The  resistance  of  the  pneumococcus  to  heat,  on  the  other  hand,  is 
.ow,  o2^  C\  destroying  it  within  ten  minutes."*  To  germicidal  agents, 
carbolic  acid,  bichlorid  of  mercur>'.  permanganate  of  |)ot:issium,  etc., 
the  pneumococcus  is  extremely  sensitive,  l)eing  destroyed  by  weak  solu- 
tions after  short  ex|)osures. 

The  disinfection  of  sputum,  offering  considerable  difficulties  l)ecause 
of  the  protective  coating  of  the  secreticms  about  the  bacteria,  has  l>een 
recently  made  the  subject  of  a  sjx^c  al  study  by  Wadsworth.'*  The  con- 
clusions reached  by  this  writer  indicate  that  pneumococci  in  exudates 
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are  most  rapidly  destroyed  by  twenty  per  cent  alcohol,  other  and 
stronger  disinfectants  being  less  efficient,  probably  because  of  slighter 
powers  of  diffusion. 

Virulence  and  Pathogenicity. — The  virulence  of  pneumoeocci  is 
subject  to  much  variation,  depending  largely  upon  the  length  of  time 
during  which  the  microorganism  has  been  cultivated  under  artificial 
conditions.  It  has  \>een  mentioned  above  that  under  certain  conditions 
— such  as  those  prevailing  in  dried  sputum  or  blood  ^ — the  virulence  of 
pneumoeocci  may  he  preserved  for  several  weeks.  Ordinarily,  however, 
the  virulence  diminishes  gradually  as  the  cocci  adapt  themselves  more 
saprophytically  to  life  upon  artificial  media.  Upon  media  containing 
animal  albumin,  such  as  ascitic  fluid  or  blood  agar,  this  attenuation  is 
less  rapid  than  upon  the  simple  meat-infusion  preparations. 

In  the  blood  of  rabbits  dead  of  a  pneumococcus  infection,  taken 
directly  into  sterilized  tubes,  sealed  and  kept  in  the  dark,  Foa'  has  been 
able  to  preserve  the  virulence  of  pneumoeocci  for  as  long  as  forty-five 
days.  Whether  or  not  the  virulence  of  pneumoeocci  is  attenuated  by 
sojourn  within  the  human  body  during  disease  is  a  question  much  dis- 
cussed but  hardly  settled.  It  is  a  matter  of  fact,  however,  that  many 
pneumoeocci  obtained  by  blood  culture  from  more  or  less  chronic  cases 
of  pneumococcus  septicemia  fail  to  kill  susceptible  test  animals,  even 
when  injected  in  considerable  doses.  The  attenuation  of  virulent 
pneumoeocci  on  artificial  media  may  l>e  hastened,  according  to  Frankel,' 
by  cultivation  (rf  the  organism  at  or  above  a  temperature  of  41®  C. 

Freshly  isolated  from  the  human  saliva  or  pneumonic  lesions,  the 
differences  in  virulence  l>etween  various  strains  of  pneumoeocci  are  not 
very  marked,  almost  all  such  strains  showing  considerable  pathogenic 
powers  toward  the  usual  test  animals. 

The  virulence  of  attenuated  cultures  mav  l>e  rapidlv  enhanced  bv 
the  passage  of  the  organisms  through  the  bodies  of  susceptible  animals. 
The  extreme  virulence  of  some  of  these  pneumococcus  strains  may  be 
illustrated  by  citing  the  experiments  of  Eyre  and  Washburn  *  who 
possessed  cultures  of  which  one  millionth  of  a  loopful  would  kill  a  mouse 
within  four  davs. 

Among  the  domestic  animals  those  most  susceptible  to  pneumococcus 
infection  are  white  mice  and  rabbits.     Guinea-pigs,  dogs,  rats,  and  cats 
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are  more  resistant,  but  still  may  be  infected  with  large  doses.  Young 
animals  are  usually  more  susceptible  than  adults.  Birds  are  practically 
inmiune. 

The  results  of  pneumococcus  inoculation  into  susceptible  animals 
var>'  according  to  the  size  of  the  dose,  the  virulence  of  the  introduced 
bacteria,  the  mode  of  administration,  and  the  susceptibility  of  the 
subject  of  the  inoculation.  Subcutaneous  inoculation  of  virulent 
pneumococci  into  mice  and  rabbits  usually  results  in  an  edematous, 
often  fibrinous  exudation  at  the  point  of  inoculation,  which,  in  all  cases 
n  which  the  dose  given  has  not  been  extremely  small,  leads  to  septicemia 
and  death  within  twenty-four  to  seventy-two  or  more  hours.  When 
the  dose  has  been  extremely  small  or  the  culture  unusually  attenuated, 
a  localized  abscess  may  be  the  only  result.  Intravenous  inoculation  is 
usually  more  rapidly  fatal  in  these  animals  than  the  subcutaneous 
method.  Intraperitoneal  inoculation  in  rabbits  results  in  the  formation 
of  a  rapidly  spreading  peritonitis  in  which  the  inflammatory  exudate  in 
many  ciises  exhibits  differences  from  similar  exudates  produced  by  the 
streptococcus.  Pneumococcus  exudates  are  apt  to  be  thicker,  to  be 
accompanied  by  a  deposit  of  fibrin,  and  to  lack  the  transparent  red  color 
so  often  caused  by  the  hemolyzing  streptococci.  With  very  virulent 
strains,  these  differences  art*  less  marked.  In  almost  all  of  these  infec- 
tions death  is  preceded  by  septicemia  and  the  microorganisms  can  be 
recovered  from  the  heart's  blood  of  the  victims. 

Aft^r  such  infections,  the  animals  exhibit  a  rise  of  temperature,  at 
times  visible  depression,  and,  rarely,  diarrhea.  General  hyperemia  of 
the  organs  with  secondary  effusions  in  the  pleural  cavities  and  often 
hemorrhages  upon  the  serous  surfaces  may  be  found  at  autopsy. 

The  production  in  animals  of  lesions  comparable  to  the  lobar  pneu- 
monia of  human  subjects  has  been  the  aim  of  many  investigators. 
Wadsworth,^  recognizing  that  such  lesions  probably  depended  upon  the 
])artial  immunity  which  enabled  the  infected  subjects  to  localize  the 
pneumococcus  processes  in  the  lungs  after  infection  by  way  of  the 
respirator^'  passages,  succeeded  in  producing  typical  lobar  pneumonia 
in  rabbits  by  partially  immunizing  these  animals  and  inoculating  them 
intratracheally  with  pneumococci  of  varying  virulence.  By  this  method 
he  actually  carried  out,  for  the  first  time,  Koch*s  postulates  in  regard  to 
l()])ar  pneumonia. 

In  man,  the  most  frequent  lesion  produced  by  the  pneumococcus  is 


\Vmhiv(}rth,  Amer.  Jour.  Med.  Sci.,  May,  1904. 


362  PATHOGENIC  MICROORGANISMS 

acute  lobar  pneumonia.  About  ninety  per  cent  of  all  eases  of  this 
disease  are  caused  by  the  pneumococcus/  the  remainder  being  due  to 
streptococci,  influenza  bacilli,  Friedlander's  bacilli,  and  exceptionally 
to  other  microorganisms.  Lobular  pneumonia  is  caused  by  the  pneu- 
mococcus  with  almost  equal  regularity.  During  the  course  of  these 
diseases  the  cocci  are  found  in  large  numbers  within  the  pulmonar}' 
alveoli,  and  in  the  capillaries  and  lymph  vessels  of  the  lung.  Whether 
or  not  the  pneumococci  enter  the  blood  stream  in  all  these  cases  is  a 
question  not  yet  definitely  settled.  Frankel '  states  it  as  his  belief  that 
in  most, if  not  in  all,  cases,  the  diplococci  at  some  time  during  the  disease 
could  be  found  in  the  circulating  blood.  Prochaska  in  a  study  of  ten 
unselected  cases  obtained  positive  blood  cultures  in  every  one  of  them. 
A  review  of  the  literature  upon  the  question  indicates  positive  blood- 
culture  findings  in  certainly  over  twenty-five  per  cent  of  the  cases. 

In  complications  of  pneumonia,  pneumococci  are  found  usually  in 
the  pleura  where  they  may  cause  a  simple  dr>'  pleurisy  or  even  empy- 
ema. Less  frequently  they  may  cause  pericarditis  and  endocarditis. 
Meningitis  may  be  caused  by  pneumococci,  either  secondarily  to  pneu- 
monia or  independently.  Such  cases  are  extremely  grave,  almost 
invariably  ending  in  death.  Other  lesions  which  may  be  caused  by 
pneumococci,  either  as  post-pneumonic  processes  or  without  previous 
pneumonia,  are  otitis  media,  osteomyelitis,  and  arthritis.  Cases  of 
pneumococcus  peritonitis  occur  sometimes  secondary  to  appendicular 
inflammations,  occasionally  without  traceable  portal  of  entry.  Severe 
catarrhal  conjunctivitis  may  be  caused  by  these  diplococci,  usually 
during  the  course  of  a  pneumonia.  L'lcerative  endocarditis  with  pneu- 
mococcus septicemia,  apparently  independent  of  a  pulmonar}'  lesion,  is 
not  infrequent. 

Toxic  Products  of  the  Pneumococcus. — Our  knowledge  of  pneumococcus 
poisons  is  still  ver}'  imperfect.  Attempts  to  obtain  soluble  toxins  by 
the  filtration  of  cultures  have  been  prat^tically  unsuccessful  in  the  hands 
of  many  careful  workers.  (J.  and  F.  Klemperer,'*  Meimes,*  Pane,*  Foa 
and  Carbone,®  and  others  failed  to  obtain  pneumococcus  filtrates  of 
any  marked  degree  of  toxicity,  thouf^h  working  with  highly  virulent 


'  Xetter,  Compt.  rend,  do  la  sdc.  de  hiol,,  ISIM). 

^  FraukcL  '*v.  Leyden  Fostschr.."  1902. 

^G.  and  F.  Klemjyerer,  Bcrl.  klin.  Woch..  xxxiv  !in<l  xxxv,  1891, 

*  Mennes,  2^it.  f.  Hypj.,  xxv.  1897. 

^  Pane,  Rif.  moiL.  xxi,  1898. 

^F(xi  und  Carhone,  Cent.  f.  Btikt.,  x,  1899. 
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strains.  Attempts  to  demonstrate  by  the  production  of  antitoxin 
the  specific  nature  of  the  feeble  poisons  obtained  have  also  met  with 
failure.  Isaeflf/  though  confirming  the  feeble  toxicity  of  fluid  cultures, 
made  the  interesting  observation  that  a  filtrate  of  the  blood  of  pneumo- 
coccus-infected  rabbits  contained  a  poison  often  more  potent  than  that 
obtained  in  culture  filtrates.  Carnot  and  Foumier '  obtained  a  poison 
of  distinct  though  feeble  potency  by  dialysis  of  pneumococcus  cultures. 

The  general  failure,  however,  to  procure  strong  soluble  poisons  from 
cultures,  gives  weight  to  the  assumption  that  the  most  potent  toxic 
products  of  pneumococci  are  in  the  nature  of  endotoxins  and  closely 
bound  to  the  cell-bodies  themselves.  This  assumption  is  borne  out  by 
the  more  recent  experiments  of  Macfadyen.'  This  author  obtained 
acutely  poisonous  substances  from  pneumococci  by  trituration  of  the 
organisms  after  freezing,  and  extracting  them  with  a  one  1  :  1,000 
caustic  potash  solution.  With  the  filtrates  of  these  extracts  he  was  able 
to  cause  rapid  death  in  rabbits  and  guinea-pigs  by  the  use  of  doses  not 
exceeding  0.5  to  1  c.c.  He  found  furthermore,  a  striking  parallelism 
between  the  degree  of  toxicity  and  the  virulence  of  the  extracted  culture. 

Immonizatioii. — Recovery  from  a  spontaneous  pneumococcus  in- 
fection confers  immunity  for  only  a  short  period.  Two  and  three 
attacks  of  lobar  pneumonia  in  the  same  individual  are  not  unusual, 
and  it  is  uncertain  whether  even  a  temporary  immunity  is  acquired 
in  such  infections.  Active  immunization  of  laborator}*^  animals  may 
be  carried  out  by  various  methods.  The  method  usually  followed  is 
to  begin  by  injecting  attenuated  *  or  dead  bacteria  or  bacterial  ex- 
tracts. Subsequent  injections  are  then  made  with  gradually  increas- 
ing doses  of  living,  virulent  microorganisms.  Great  care  in  increasing 
the  dosage  should  be  exercised  since  the  loss  of  an  animal  after  two  or 
three  weeks'  treatment  by  a  carelessly  high  dose  of  pneumococci  is  not 
unusual.  Wads  worth  has  recommended  the  following  method  for 
preparing  pneumococci  for  the  first  injections  in  immunizing  rabbits. 
Freshly  grown  pneumococcus  cultures  are  centrifugalized,  and  the 
supernatant  bouillon  is  thoroughly  decanted.  To  the  pneumococcic 
sediment  a  definite  quantity  of  concentrated  salt  solution  is  added,  and 
the  mixture  is  allowed  to  stand  over  night.  At  the  end  of  this  time,  the 
pneumococci  are  dead  and  considerable  destruction  of  the  cell-bodies 

» Isaeff,  Ann.  do  I'inst.  Pasteur,  vii,  1893. 

*  Carnot  et  Fournier,  Arch,  de  m<ki.  exp^r.,  1900. 

*  Mac  fad  yen,  Bril.  Meii.  Jour.,  ii,  1906. 

*  Radziewsky,  Zeit.  f.  Hyg..  xxxvii.  1901;   Neufeld,  Zeit.  f.  Hyg.,  xi,  1902. 
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has  taken  place.  Dilution  with  water  until  the  solution  equals  0.85 
per  cent  NaCl  now  prepares  the  emulsion  for  inoculation.  Whichever 
of  the  various  methods  is  adopted,  the  intervals  of  injection  should  not 
be  shorter  than  a  week,  preferably  ten  days.  The  animals  so  immunized 
will  at  the  end  of  six  or  more  weeks  withstand  an  inoculation  with  many 
times  the  fatal  dose  of  virulent  pneumococci.  The  sera  of  animals 
immunized  with  pneumococci  contain  active  bacteriolytic  and  bacteri- 
cidal substances,  easily  demonstrable  in  vivo  and  in  vitro. 

Specific  dgglviinins  in  pneumococcus  immune  sera  were  first  thoroughly 
studied  by  Neufeld  ^  and  since  then  have  l^een  made  the  subject  of  ex- 
tensive studies  by  Wadsworth,'  Hiss,'  and  many  others.  In  the  sera  of 
normal  animals  and  man,  pneumococci  are  rarely  agglutinated  in  dilu- 
tions higher  than  one  in  ten.  In  the  serum  of  patients  suffering  from 
lobar  pneumonia,  pneumococci  agglutinate  in  dilutions  ranging  any- 
where from  one  in  ten  to  one  in  fifty.  In  the  sera  of  immunized  rab- 
bits, readings  up  to  one  in  eight  hundred  are  not  rare.  Such  specific 
agglutinating  sera  are  most  reliable,  therefore,  in  differentiating  be- 
tween pneumoccoci  and  closely  allied  bacteria  and  in  demonstrating 
the  identity  of  all  pneumococci  whatever  their  source. 

The  table  which  follows  not  only  illustrates  this  uniformly  high 
agglutinative  power  of  various  pneumococcus-immune  sera  upon  several 
races  of  this  microorganism,  but  shows,  as  well,  the  value  of  such  sera 
for  biological  differentiation. 

The  table,  furthermore,  records  the  peculiar  fact  that  pneumococci 
are  agglutinated  in  high  dilution  by  s(?ra  obtained  by  inmiunization  with 
Streptococcus  mucosus,  a  fact  which  argues  strongly  in  favor  of  classify- 
ing Streptococcus  mucosus  more  intimat(;ly  with  the  pneumococci  than 
with  the  streptococci  of  the  pyogenes  group. 

The  technique  of  perfonning  agglutination  tests  w'ith  pneumococci 
is  often  made  difficult  by  the  tendency  to  clumping  displayed  spon- 
taneously by  these  bacteria  in  fluid  media  and  by  the  relative  sparsity 
of  their  growth.  To  overcome  these  difficulties,  Wadsworth  *  has  pro- 
posed centrifugalizing  young  broth  cultures  and  shaking  up  the  sedi- 
ment with  small  quantities  of  isotonic  salt  solution.  Hiss  recommends  * 
cultivation  in  glucose-calcium-carbonate  broth  in  small  flasks  containing 

» Neufeld,  loc.  cit. 

^  Wadsworth,  loc.  cit. 

»  Hiss,  Jour.  Exp.  Me<I.,  vii,  1905. 

*  Wculstvorth,  Jour.  Med.  Res.,  x,  1905. 

^HisSf  loc.  cit. 
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100  to  150  c.c.  each.  After  three  or  four  days  at  37®  C,  the  growth  is 
usually  at  its  optimum  for  agglutination  work.  The  flasks  should  be 
thoroughly  shaken  at  least  once  in  twenty-four  hours  in  order  to  dis- 
tribute the  calcium  carbonate  thoroughly.    About  one  hour  before  use 


Organism. 

IMMUNE 

SERA» 

Pneum. 
1. 

Pneum. 
3. 

PneuDL 
23. 

Strepto- 
coccus 
mucosus 
7. 

Strepto- 
coccus 
mucosus 
7  a. 

Strepto- 
coccus 
pyo- 
genes. 

Pneiimo.  1..  .. 
Pneumo.  3. . . . 

400-800 

200-800 
400-800 
100-800 
400-800 
100-800 
200-800 

400-800 

200-800 

400 
200-800 

0-100 
0-100 

Pneumo.  23. . . 

200-800 
000-200 

100-200 
200-800 

Pneumo.  45. . . 

100-400 
100-200 

Pneum.  El... 

Pneum.  E32.. 

100  + 
200-400 
200-800 
200-800 

Pneum.  E  65. . 

Pneum.  N  7.. . 

Pneum.  N  17. 

Streptococcus 
pyog.  1 . . . . 

100-400 
200-800 
200-800 

400-800 

800 

800 

200-800 
200-800 

200-800 
0-10 
0-10 

800-6400 
0-50 

Streptococcus 
mucos.  7. . . 

Streptococcus 
mucos.  22.  . 

O-IO 
0-10 

10-100 
10-50 

10-200 
0-50 

the  flasks  are  again  shaken  and  the  calcium  carbonate  and  larger  clumps 
arc  allowed  to  settle.  The  sample  used  for  the  test  should  then  be  pi- 
petted from  the  upper  layers  of  the  fluid. 

Precipitins  have  been  demonstrated  in  pneumococcus  immune  sera 


>  Hiss,  Jour.  Exp.  Med.,  vii,  1905,  p.  564. 
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by  Neufeld/  Wadsworth/  and  others.  Neufeld  obtained  precipitates 
with  pneumococcus  cultures  in  which  lysis  had  been  produced  by  the 
addition  of  bile.  He  found  that  normal  rabbit's  bile  added  to  pneu- 
mococcus cultures  (one  drop  to  1  c.c.  of  culture)  caused  the  cultures  to 
become  perfectly  clear  and  transparent,  and  no  longer  contain  demon- 
strable pneumococcus  cell  bodies.  The  addition  of  pneumococcus  im- 
mune sera  to  such  cultures  produced  precipitates.  Wadsworth  elimi- 
nated all  possibility  of  participation  of  the  bile  in  this  reaction  by 
obtaining  similar  precipitates  with  pneumococcus  cultures  subjected  to 
treatment  with  concentrated  salt  solution  as  described  above  (see  p.  363). 

In  addition  to  these  antibodies,  pneumococcus  immune  sera  contain 
specific  phagocyosis-stimulating  substances  identical  with  or  similar 
to  the  opsonins  of  Wright  and  Douglas.  The  first  investigators  to  de- 
scribe these  substances  for  pneumococcus  sera,  Neufeld  and  Rimpau,' 
separated  them  from  the  opsonins  on  the  basis  of  their  grt»ater  thermo- 
stability and  named  th(»m  bacteriotro})ins.  It  is  doubtful  whether,  in 
view  of  the  described  thermostability  of  some  immune  opsonins,  such 
differentiation  is  tenable.  (Jreat  importance  in  the  mechanLsm  of 
pneumococcus  immunity  is  attributed  to  these  bodies  by  some  authors. 
This  question  has  been  studied  more  recently  by  Park  and  Williams,* 
however,  who  were  unable  to  find  any  distinct  parallelism  between  the 
opsonic  power  and  the  protective  value  of  a  serum. 

Passive  immunization  with  pneumococcus  inmiune  sera  has  been 
extensively  attempted.  Washburn,^  Mennes,®  Pane/  and  many  others 
have  succeeded  in  protecting  subseciucMitly  infected  animals  by  treatment 
with  pneumococcus  immune  sera.  Occasionally  favorable  results  have 
been  repoited  when  similar  sera  were  used  in  pncnmionia  in  human 
beings.  All  such  results,  however,  have  b(»en  too  irregular  to  permit, 
at  present,  of  a  hope  for  the  definite  solution  of  th(^  therapeutic  problem 
along  these  lines.  Encouraging  results  have  been  obtained  by  Hiss 
in  the  treatment  of  pneumococcus  infection  in  animals  and  by  Hiss 
and  Zinsser  ^  in  the  treatment  of  pneumonia  in  man  with  aqueous 
leucocyte  extracts. 

'  Seufeld,  Zeit.  f.  Hy^.,  xi,  H)02. 

'  Wadsworth,  loc.  cit. 

^Neufeld  und  Rimpau,  Deut.  med.  Woeh..  1904. 

<  Park  and  WiUiams,  Jour.  Exp.  Med.,  vii.  1905. 

^Washburn.  Brit.  Med.  Jour..  1897. 

^Mennea,  Zeit.  f.  Hyg..  1897. 

'Pane,  Rif.  med.,  1897. 

^Hias  and  Zinsfter,  Jour.  Med.  Re.s..  xix.  1908. 
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Differentiation  of  Pneomococciu  from  Streptococcus. — Pneumococci 
and  streptococci  which  do  not  differ  in  morphology  from  their  classic 
types  can  usually  be  differentiated  from  each  other  and  identified  by 
their  morphological  characters  without  difficulty;  but  it  is  equally  true 
that  certain  cultures  of  these*  organisms,  either  at  the  time  of  their 
isolation  or  after  cultivation  on  artificial  media,  approach  the  type  of  the 
other  so  closely  that  it  may  be  impossible  to  identify  them  by  their  mor- 
phology' alone.  When  such  morphological  variations  occur  there  are  no 
constant  and  distinctive  cultural  or  pathogenic  characters  as  yet  de- 
monstrated which  can  with  certainty  be  depended  upon  as  distinguish- 
ing marks  between  these  organisms. 

This  lack  of  distinct  cultural  differences  Ix^tween  pneumococci  and 
streptococci  has  not  infrequently  led  to  confusion,  and  that  uncertainty 
should  exist  and  mistakes  be  made  in  identification  is  not  surprising 
when  one  considers  the  characters  usually  depended  upon  to  distinguish 
pneumococci  from  streptococci.  Chief  among  these,  as  has  just  been 
implied,  an*  the  morphological  features  which  are,  in  the  case  of  pneu- 
mococci, a  slightly  lancet  or  (elongated  form  rather  than  the  more  typical 
coccus  form  characteristic  of  the  str(»ptococci,  and  an  arrangement  of 
such  cocci  in  pairs  rather  than  in  chains;  added  to  these  features  is  the 
possession  of  a  more  or  less  well-<lefined  capsule.  All  of  these  char- 
acters are  subject  to  variation  or  may  be  absent.  Compared  with  the 
morj3hological,  the  cultural  characters  are  of  minor  importance  and  are 
variable.  They  consist  in  a  mor(»  moist  and  flatter  appearance  of  the 
pneumococcus  colon i(\s  on  coagulated  blood  serum  and  on  agar,  and 
in  the  usual  inability  of  the  freshly  isolated  pneumococcus  to  develop 
readily  or  at  all  on  gelatin  at  temperatures  below  22°  C. 

The  distinctness  of  ihv  capsule  of  the  pneumococcus  in  the  body 
fluids  of  man  and  an'mals,  and  at  times  when  this  organism  is  culti- 
vated artificially  on  blood  semm,  milk,  or  semm  agar,  has  really  been 
depended  upon  a^  the  chief  distinguishing  and  diagnostic  character. 

Nevertheless,  from  time  to  time,  instances  have  been  reported  of 
distinct  capsule  formation  by  organisms  which  had  either  been  pre- 
viously identified  as  Streptococcus  pyogenes,  or  at  the  time  of  their 
isolation  could  not  be  definitely  identified  by  their  discoverers  as  be- 
longing to  either  this  group  or  to  the  pneumococci,  but  were  considered 
intermediate  in  their  character.* 


'Brief  Description  of  Orpaiiisms  Reported  as  Capsulated  Streptococci. — Bonlet 
(Bortlet,  Ann.  de  Tinst.  Pa.steur.  1897.  xi.  p.  177).  working  with  an  organism  preWously 
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There  arc  occasions,  then,  both  within  the  animal  body  and  in  arti- 
ficial cultivations,  when  it  is  practically  impossible  to  distinguish  defi- 
nitely between  some  races  of  pneumococci  and  races  of  streptococci. 
This  difficulty  is  especially  heightened  when  the  pneumococcus  has 
become  non-virulent,  and  at  the  same  time  no  very  typical  morpholog}- 
or  capsule  formation  is  to  be  determined  and  a  tendency  to  chain-forma- 
tion is  marked.  Cultures  of  pneumococci  in  such  condition  can  not 
readily  be  distinguished  morphologically  from  streptococcus  cultures. 

Under  these  circumstances  recourse  must  be  had  to  a  careful  bio- 
logical study  of  the  organism  in  question.  The  following  are  the  criteria 
mainly  relied  upon  at  present  for  the  differentiation  of  these  two  groups. 


identified  as  Streptococcus  pyogenes,  described  such  capsule  formation  occurring  in 
the  peritoneal  exudate  of  infected  rabbits. 

Schuetz'  (*Sc^tiets,Cent.  f.Bakt.,Ref.  1, 1887,  p.  393)  DiplokokkusderBrustseuchc 
der  Pferde,  Poels  and  Nolen's  {Pods  und  Nolen,  Fort.  d.  Med.,  iv,  1886,  p.  217) 
streptococcus  of  contagious  pneumonia  of  cattle,  and  esi>ccially  the  organism  de- 
scribed by  Bonome  {Bonome,  Ziegler's  Beit.,  viii,  1890,  p.  377)  as  Streptococcus 
der  meningitis  cerebrospinalis  epidemica,  may  all  be  looke<i  upon  as  organisms 
differentiated  on  insecure  grounds  from  either  pneumococcus  or  streptococcus.  The 
first  two  of  these  organisms,  however,  are  said  to  be  dectilorized  by  Gram's  method, 
and  as  suggested  by  Frosch  and  Kolle  (Frosch  und  KoUe,  FlUgge's  **  Mikro- 
organis.,"  ii,  1896,  p.  161),  in  the  case  of  Schuotz'  organism  may  belong  to  a  group 
intermediate  between  Fraenkel's  diplococcus  and  the  chicken-cholera  group. 

Tavel  and  Knunbein  (Tavel  und  Kntmbein,  Cent.  f.  Bakt.,  xviii,  1895,  p.  547) 
describe  a  streptococcus  with  a  capsule,  which  was  isolat<Hl  from  a  small  abscess  on 
the  finger  of  a  child.  Capsules  were  also  present  in  the  artificial  cultures,  and 
although  ordinarily  remaining  uncolorcd,  could  be  stained  by  Loeffler's  flagella  stain. 
This  organism  was  said  to  be  differentiatod  from  Fraenkel's  diplococcus  and  also  in 
general  from  streptococcus  (pyogenes)  by  a  rapid  and  rich  growth  on  gelatin,  agar, 
and  potato.  A  pellicle  was  formed  on  broth.  The  organisms  forming  this  pellicle 
possessed  capsules,  but  those  in  the  deeper  portions  of  the  broth  generally  lacked 
the  capsule. 

In  1897,  Binaghi  {Binaghi,  Cent.  f.  Bakt.,  xxii.  1897,  p.  273)  described  a 
capsidated  streptococcus  isolated  from  a  guinea-pig  dead  of  a  spontaneous  peribron- 
chitis and  multiple  pulmonary  abscesses.  In  the  pus  were  found  some  diplococci  and 
short  chains  (four  to  six)  surrounded  by  a  capsule,  whicli  could  be  made  evident  by 
staining  with  carbol  fuchsin.  This  organism  he  proposes  to  call  Streptococcus 
capsulatus. 

Le  Roy  des  Barres  and  Weinberg  in  1899  (Le  Roy  dcs  Barrcs  et  Weinberg,  Arch, 
d.  mM.  expdr.,  xi,  1899,  p.  399)  publishetl  an  account  of  a  streptococcus  with  a 
capsule.  This  was  isolated  from  a  man  who  ha<l  apparently  bc»en  infected  from  a 
horse  which  had  died  of  an  acuto  intestinal  disonler.  The  patient  neglected  the 
infection  and  died.  Diplococci  and  short  chains  fumislied  ^itli  a  capsule  ^"ere 
found  in  the  subcutaneous  tissue  at  the  area  of  infection.    The  blood,  liver,  and 
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Pncumococci  ferment  inulin,  if  cultivated  in  inulin-serum-water 
medium.  Acid  formation  from  the  inulin  results  within  two  days 
or  more  in  coagulation  of  the  serum  and  reddening  of  the  litmus. 
Streptococci  because  of  their  inability  to  attack  the  inulin  leave  the 
medium  unchanged.^ 

Cultivated  on  whole-blood-agar,  streptococci  usually  cause  hemol- 
ysis, pncumococci  usually  do  not.^  In  contradistinction  to  Streptococ- 
cus viridans  which  does  not  hemolyze,  pneimiococci  have  a  tendency  on 
these  media  to  form  the  black,  dry,  paint-blister  colonies.' 

Neufeld,*  in  1900,  noticed  that  normal  rabbits'  bile  added  in  quan- 

spleen  also  contained  these  organisms.  The  capsule  in  all  the  preparations  remained 
uncolored,  but  the  authors  say  that  its  existence  ^^'as  not  to  be  doubted.  Ascitic 
broth  inoculated  from  the  peritoneal  exudate  of  a  rabbit  dying  from  the  infection 
gave  streptococci  in  extremely  long  chains  and  surrounded  by  capsules.  These  were 
not  so  distinct  as  in  the  case  of  the  organisms  in  the  original  smear  preparations. 
All  fluid  media  (bouillon,  milk,  and  ascitic  broth)  were  said  to  be  strongly  acid  after 
twenty-four  hours.  These  authors  report  that  Achard  and  Marmorek  have  assured 
them  that  they  have  seen  capsulate<I  streptococci,  and  that  Marmorek  showed  them 
some  preparations  in  which  one  of  his  streptococci  presented  the  same  characters  as 
tliut  isolated  by  them. 

Although  Le  Roy  des  Barres  and  Weinberg  have  used  the  term  encapsulated, 
they  believe  that  it  would  perhaps  be  more  prudent  to  call  their  organism  strepto- 
c(K]ue  aureole,  since  they  were  not  able  to  put  this  capsule  definitely  in  evidence  by 
staining  it. 

Howard  and  Perkins  (Howard  and  Perkins,  Jour.  Med.  Res.,  1901,  iv,  p.  163) 
have  lately  described  an  organism,  probably  of  the  foregoing  type,  which  was  present 
in  a  tubo-ovarian  abscess  and  in  the  peritoneal  exudate,  the  blood,  and  some  of  the 
organs  of  a  woman  dying  in  the  Lakeside  Hospital,  Cleveland,  Ohio.  The  organisms 
wore  biscuit-shaped  cocci  in  pairs,  usually  arranged  in  chains  of  four,  six,  eight, 
or  twenty  element-s,  and  surrounded  by  a  wide  and  sharply  staining  capsule.  In  the 
artificial  cultures  s])ecial  capsule  stains,  it  was  noted,  failed  to  stain  any  definite  area, 
but  numerous  small  deeply  staine<i  granules  were  to  l>e  seen  A^-ithin  the  halo,  espe- 
cially near  its  outer  border.  Howard  and  Perkins  propose  for  the  group  composed  of 
the  streptococci  of  Bonome.  Binaghi.  and  their  own  organism,  the  name  Streptococcus 
inucosus. 

Reference  to  the  original  descriptions  of  these  various  capsulated  streptococci  will 
show  that,  with  the  exception  of  a  rather  poorly  staining  capsule,  the  majority  of 
these  organisms  are  separated  from  the  typical  Streptococcus  pyogenes  or  from  the 
pneumococcus  by  exceedingly  slight  and  unstable  morphological  and  cultural 
characters.  The  same  is  true  of  the  diflFerence  observed  in  their  pathogenic  action  in 
animals. 

*//?««.  Cent.  f.  Bakt.,  xxxi,  19()2;  Jour.  Exp.  Med.,  vi,  1905. 

^SchoUmuUer,  Miinch.  med.  Woch. 

*His8,  Jour.  Exp.  Med.,  vii,  1905. 

*  Neufeld,  Zeit.  f.  Hyg.,  1901. 
24 
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tities  of  0.1  c.c.  to  each  one  or  two  cubic  centimeters  of  a  pneumococcus 
broth  culture  caused  lysis  of  the  bacteria,  rendering  the  culture  fluid 
transparent  and  clear.  This  phenomenon  does  not  occur  with  strep- 
tococci, and  has  been  used  to  differentiate  the  two  species.  According 
to  the  recent  studies  of  Libman  and  Rosenthal,*  great  reliance  may  be 
placed  upon  this  method. 

Finally,   decisive   differential  importance   may  be  attached  to  the 
agglutinations  of  these  microorganisms  in  immune  sera  (see  p.  364). 


>  Libman  and  Rosenthal ,  Proc.  N.  Y.  Path.  Soc,  March,  1908. 


CHAPTER  XXIV 

MICROCOCCUS   INTRACELLULARIS   MENINGITIDIS 

(MENINGOCOCCUS) 

Infectious  processes  in  the  meninges  may  be  caused  by  many  dif- 
ferent microorganisms. 

Meningitis  may  be  primary  or  secondary.  Secondary  meningitis 
may  often  occur  during  the  course  of  pneumonia,  when  pneumococci, 
carried  to  the  meninges  by  the  blood  stream,  give  rise  to  a  usually  fatal 
form  of  the  disease.  More  rarely  a  similar  process  may  occur  as  a 
secondary  manifestation  of  typhoid  fever  or  influenza.  Meningitis  may 
also  result  secondarily  by  direct  extension  from  suppurative  lesions  about 
the  skull,  such  as  those  occurring  in  diseases  of  the  middle  ear  or  frontal 
sinuses  or  after  compound  fractures.  In  such  cases  the  invading  or- 
ganisms are  usually  staphylococoi,  streptococci,  or  pneumococci. 

Isolated  cases  of  meningeal  infection  with  B.  coli,  B.  paratyphosus. 
Bacillus  pestis,  and  Bacillus  mallei  have  been  reported.  A  frequent, 
more  chronic  form  of  the  disease  is  caused  by  Bacillus  tuberculosis. 

Primary  acute  meningeal  infection,  however,  is  due  chiefly  to  two 
microorganisms.  Micrococcus  intracellularis  meningitidis,  and  the  pn^- 
mococcus. 

A  tabulation  of  the  comparative  frequency  with  which  the  various 
microorganisms  are  found  in  the  meninges  has  been  attempted  by 
Marschal.*  This  author  estimates  that  about  69.2  per  cent  of  all 
acute  cases  are  due  to  the  meningococcus,  20.8  per  cent  to  Diplococcus 
pneumonia?,  and  the  remaining  10  per  cent  to  the  other  bacteria 
mentioned. 

The  cases  caused  by  the  pneumococcus  and  the  other  less  frequent 
incitants  usually  occur  sporadically.  When  the  disease  occurs  in  epi- 
demic form,  it  is  almost  always  due  to  the  meningococcus. 

Diplococcus  intracellularis  meningitidis  was  first  seen  in  menin- 
geal exudates  by  Marchiafava  and  Celli  ^  in  1884.  These  authors  not 
only  described  accurately  the  morphological  characteristics  now  recog- 

^  Marschal,  Diss.  Strassbiirg.  1901,  Quoted  from  Weichselbaum,  in  KoUe  und 
Wassermann,  "  Handbuch." 

2  Marchiafava  and  Celli,  Gaz.  degli  os|)edali,  8,  1884. 
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nized,  but  also  callod  alt<»ntioii  to  tho  intracoUular  ])osition  of  the  iiiiero- 
organism  and  to  its  gonoeorcus-likc*  aj)pcaraiico.  They  fail<Hl,  howcvor, 
to  cultivate  it. 

Observations  confirmaton'  of  tho  Italian  authors  were,  soon  after, 
made  by  Leichtensteni/  Cultivation  and  positive  identifieation  as  a 
separate  species  Wius  not  accomplished,  however,  until  Weichscibaum," 
in  1S87,  n^ported  his  obsc^rvations  upon  six  cases  of  epidemic  et»rehro- 


Fuj.  77. — MKNi.Nwjdcocns.  Pihk  (/rLTUUE.    (Vcr\^  highly  niagnifiwi.) 

Spinal  mcMiingitis  in  which  he  not  only  found  th(»  cocci  morphologically, 
but  was  able  to  study  their  biolo«!;ical  characteristics  in  pure  cultuiv. 
The  researchers  of  Weichselbaum  were  soon  coiifinned  and  extended 
by  elaborate  studies''  which  left  no  doubt  as  to  the  s|)ecific  relationship 
betwe<»n  the  nu'croorganism  cultivated  byhimandthe  clinical  con(Htion. 


^  Iji'ivhtvuHtiTU ,  Ih'Ut.  iiumI.  Woch..  lSSr». 
'■'  WeichsrUmum.  Ki»rt.  d.  Med.,  1SS7. 

^Coinirilman,  Mnllory.  i\iu\  H'r/*//*/.  Special  Hep.  Mass.  l^oanl  (if  Health,  ISOS; 
Albrecht  uiid  Gh<tn,  Wien.  kliii.  Woch..  1901. 
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Morphology  and  Staining. — Stained  in  Iho  spinal  fluid  from  tm  in- 
fected patient,  tlu*  nicninpx'occiis  bears  a  striking  similarity  to  the  ^oii- 
(x'oeeus.  Tli<'  microorganisms  appear  intra-  and  extracellularly,  usually 
in  dij)lococcus  grou])s,  sometimes  as  tetrads,  or  (»ven  in  lartjjor  agj^lomer- 
ations.  The  individual  diplo-forms  are  Hatt<»nod  on  the  sides  facing  each 
other,  presenting  somewhat  the  biscuit-fonn  of  the  gonococcus.  The 
variation  in  size  of  the  cocci  in  the  same  smear  is  a  noticeable  feature 


Fk;.  7S. — MENiNuococf'T-.s  IN  SriNAL  Flcid. 


and  of  some  diagnostic  im])ortance.  This  dissinn'larity  in  size*  is  notic(*- 
able  also  in  cultures,  which,  es])ecially  when  older  than  twenty-four 
lioui's,  contain  forms  double  or  even  tri])le  tlu*  size  of  tht*  average  coccus. 
Thes<»  may  i)ossil)ly  b(»  involuti(m  forms. 

The  meningococcus  is  non-motile  and  non-.spon*  fonning.  It 
.<tains  easilv  with  all  the  usual  acjueous  anilhi  dves.  Its  behavior 
toward  (JranTs  stain  was  long  a  subject  of  controversy,  owhig  to  the 
error  of  Jaeger,*  who  claimed  to  have  found  it  (I ram-posit iv(».    There 


*  Jacycr.  Zeit.  f.  Hyg..  xix,  1S95. 
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is  no  question  now,  however,  that  the  cocci  decolorize  by  Gram's  method 
when  this  is  carefully  carried  out. 

In  spinal  fluid  very  beautiful  preparations  may  be  obtained 
by  staining  in  Jenner's  blood  stain.  Councilman,  Mallory,  and 
Wright  *  were  the  first  to  notice  that,  when  stained  with  Loeffler's 
methylene-blue,  meningococcus  stains  irregularly,  showing  metachro- 
matic granules  in  the  center  of  the  cell  bodies.  These  granules  can  be 
demonstrated  more  clearly  with  the  Neisser  stain  employed  for  similar 
demonstration  in  the  case  of  B.  diphtherise  (see  p.  107)  and  have  some 
value  in  differentiating  meningococcus  from  gonococcus. 

Oultivation. — Micrococcus  intracellularis  meningitidis  grows  readily 
upon  all  the  meat-infusion  culture  media.  It  may  even  be  culti- 
vated upon  meat-extract  media,  but  growth  upon  these  is  not  profuse. 
Upon  agar^  colonies  appear  within  eighteen  to  twenty-four  houXB  as 
grayish,  glistening  spots  with  smooth  edges  and  raised  granular  centeiB. 
These  show  a  tendency  to  enlargement  and  eventual  confluence. 

Growth  is  more  luxuriant  and  rapid  upon  media  to  which  animal 
proteid  in  the  form  of  blood  senim  or  ascitic  fluid  has  been  added.  Co- 
agulated serum  is  not  liquefied.  For  cultivation  of  the  meningocoocus 
directly  from  the  human  body  it  is  wise  to  use  the  richer  serum  or  blood 
media,  ability  to  grow  easily  upon  simple  agar  being  occasionally  acquired 
only  after  previous  cultivation  upon  richer  media.  Agar  to  which  whole 
rabbit's  blood  has  been  added  forms  an  excellent  medium,  both  for  cul- 
tivt^iion  and  for  keeping  the  organism  alive.  Loeffler*8  blood  serum 
is  also  very  favorable.  It  is  advisabl(%  too,  when  cultivating  directly 
from  spinal  fluid,  to  plant  rather  large  quantities  (1  to  2  c.c.)f  since 
many  of  the  cocci  in  the  exudate  will  fail  to  develop  colonics,  possibly 
because  of  their  ])rolonged  exposure  cnther  to  the  body  fluids  or  to  their 
own  products  in  a  closed  space. 

Upon  broth  J  growth  is  slow  and  takes  place  chiefly  upon  the  surface, 
the  sediment  consisting  mainly  of  dead  bacteria.  (Uucose  added  to  agar 
or  to  broth  renders  the  medium  more  favorable  for  rapid  growth,  but, 
owing  to  acid  fonnation,  tends  to  cause  a  more  rapid  death  of  the  culture. 
In  flasks  of  broth  containing  glucose*  one  per  cent,  and  GaCO,  one  per 
cent,  however,  cultures  have  been  kept  alive  for  iis  long  as  fourteen 
months  (Hiss).  On  milk,  growth  takes  [)lace  without  coagulation 
of  the  casein.  Potatoes  are  not  a  favorable  medium,  though  growth 
occasionally  takes  place. 

*  Councilman,  Mallory,  aiid  Wriyht.  Rep.  Mass.  State  Bd.  of  Health,  1898. 
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While  slight  alkalinity  or  acidity  does  not  inhibit,  the  most  favor- 
iiblu  reliction  of  media  is  neutrality. 

Oxygen  is  necessary  for  developnieut.  Complete  anaerobiosis,  while 
not  absolutely  inhibitory,  is  extremely  unfavorable,  unless  proper 
carbohydrates  be  present. 

While  growth  may  take  place  at  temperatures  ranging  from  25° 


to  42°  C,  the  optimum  is  37. o°  ('.  Apart  from  the  remarkable  viability 
displayed  upon  calcium-carbonate  broth,  th<'  average  length  of  time 
during  which  the  irieningo coccus  will  remain  alive  without  transplanta- 
tion is  rather  short.  Recently  isolatcil  cultures  grown  on  agar  or  serum- 
agar  may  die  within  two  or  three  ilays.  Accustomed  to  artificial  cul- 
tivation through  a  number  of  generations,  however,  the  cultures  b«'conio 


376  PATHOGENIC   MICROORGANISMS 

more  hardy  and  transplantation  may  safely  be  delayed  for  a  week  or 
even  longer.  Albrecht  and  Ghon  ^  have  kept  a  culture  alive  on  agar 
for  one  hundred  and  eighty-five  days.  It  is  a  strange  fact  that  after 
prolonged  artificial  cultivation  some  strains  of  meningococcus  may 
gradually  lose  their  growth  energy  and  finally  be  lost  because  of  their 
refusal  to  develop  in  fresh  transplants.  Storage  is  best  carried  out  at 
incubator  temperatures.  At  room  temperatures  or  in  the  ice  chest, 
the  diplococcus  dies  rapidly.^ 

Resistance- — ^The  meningococcus  is  killed  by  exposure  to  sunligh  tor 
to  drying  within  twenty-four  hours.'  It  is  extremely  sensitive  to  heat 
and  cold  and  by  the  common  disinfectants  is  killed  in  high  dilutions 
and  by  short  exposures.  At  0**  C.  it  usually  dies  A^ithin  two  or  three 
days. 

Pathogenicity. — As  stated  above,  the  form  of  meningitis  caused  by 
the  diplococcus  of  Weichselbaum  occurs  usually  in  epidemics,  though 
isolated  sporadic  cases  are  seen  from  time  to  time  in  all  crowded  com- 
munities. Epidemics  have  been  numerous  and  widespread,  and  their 
records  far  antedate  the  discover^'  of  their  causative  agent.  As  a  rule, 
these  epidemics  have  occurred  during  the  winter  and  spring  months, 
and  have  attacked  chiefly  that  part  of  the  population  which  is  forced  by 
poverty  to  live  in  crowded  unhygienic  surroundings.  The  manner  in 
which  the  microorganism  enters  the  human  body  is  still  a  subject  for 
investigation.  Weichselbaum,*  Ghon  and  Pfciffer,*  and,  more  recently, 
Goodwin  and  v.  ShoUy  •  of  the  New  York  Department  of  Health,  have 
succeeded  in  demonstrating  culturally  the  presence  of  the  meningococ- 
cus in  the  nasal  cavities,  not  only  of  patients  suffering  from  the  disease, 
but  occasionally  in  those  of  healthy  subjects  as  well.  Similar  findings 
have  been  reported  by  many  others;  but  in  many  cases  morphological 
examination  only  was  made,  which,  owing  to  the  danger  of  confusion 
with  Micrococcus  catarrhalis,  a  frequent  inhabitant  of  the  nose,  renders 
such  reports  valueless.  The  careful  work  of  the  writers  mentioned,  how- 
ever, has  given  ground  for  the  theor}'^  that  meningeal  infection,  which  is 


» Albrecht  und  Ghon,  Wien.  klin.  Woch.,  1901. 

'  A  very  thorough  biological  study  of  meningococcus  and  related  organisms  has 
recently  been  made  by  Elser  and  Huntoon  (Jour.  Med.  Res.,  N.  S.  vol.  xv,  1999), 
which  may  be  consulted  for  a  more  detailed  description  of  cultural  characteristics. 

>  Councilman^  Mallory,  and  Wright,  Boston,  1898;  Albrecht  and  Ghon,  loc.  cit. 

*  Weichaelhaum,  Fort.  d.  Med.,  1887. 

^Ghon  und  Pfeiffer,  Zeit.  f.  klin.  Med.,  xliv,  1901. 

•Goodwin  und  v.  Sholly,  Jour.  Inf.  Dis.,  Suppl.  2,  Feb.,  1900. 


MICROCOCCUS  INTRACELLULARIS  MENINGITIDIS  377 

often  preceded  by  nasal  catarrh,  may  take  place  along  the  paths  of  the 
lymphatics,  passing  out  of  the  nose  and  its  accessory  cavities  toward  the 
base  of  the  skull.  These  facts,  together  with  the  low  resistance  shown 
by  the  meningococcus  against  drying,  and  the  general  failure  so  far  to 
demonstrate  it  in  air,  dust,  or  fomites,  would  seem  to  indicate  that  trans- 
mission usually  occurs  directly  from  one  human  being  to  another. 

The  disease  produced  in  man  consists  anatomically  in  a  suppurative 
Icision  of  the  meninges,  involving  the  base  and  cortex  of  the  brain  and  the 
surface  of  the  spinal  cord.  The  nature  of  the  exudate  may  vary  from  a 
slightly  turbid  serous  fluid  to  that  of  a  thick  fibrinous  exudate.  In 
chronic  cases  encephalitis  and  dilatation  of  the  ventricles  may  take 
place.  Apart  from  their  presence  in  the  meninges  and  in  the  naso- 
phar>'nx,  meningococci  have  not  been  satisfactorily  demonstrated  in 
any  of  the  complicating  lesions  of  the  disease.  Reports  of  their  presence 
in  the  conjunctivae,  in  the  bronchial  secretions  from  broncho-  or  lobar 
pneumonia,  and  in  otitis  media,  have  usually  been  based  upon  insuf- 
ficient bacteriological  evidence. 

The  occurrence  of  this  microorganism  in  the  circulating  blood  of  men- 
ingitis cases  has  been  definitely  proved  by  Elser,^  who  found  it  in  ten 
cases. 

Animals  are  not  very  susceptible  to  infection  with  Diplococcus 
meningitidis.  Subcutaneous  inoculation  is  rarely  followed  by  more 
than  a  local  reaction  unless  large  quantities  are  used.  White  mice  are 
rather  more  susceptible  than  other  species.  Intraperitoneal  and  intra- 
venous inoculation  of  sufficient  quantities  usually  results  in  the  death 
of  mic<»,  rabbits,  guinea-pigs,  and  dogs.  Occasional  strains  have  been 
found  to  possess  a  not  inconsiderable  degree  of  toxicity  for  rabbits, 
grave  symptoms  or  even  death  following  intravenous  injection  of  but 
moderate  quantities  without  any  traceable  development  of  the  micro- 
oiganisms  in  the  organs  of  the  animals. 

Similar  observations  have  been  made  by  -tVlbrecht  and  Ghon,'  who 
succeeded  in  killing  white  mice  with  dead  cultures.  It  would  seem 
therefore  that  the  effect  of  this  coccus  upon  animals  depends  chiefly 
upon  the  poisonous  substances  contained  in  the  bacterial  bodies  (endo- 
toxins). Ixjpierre '  has  obtained  the  meningococcus  toxin  by  alcohol 
precipitation  of  broth  cultures. 

Weichselbaum  himself  succeeded  in  producing  meningeal  suppura- 

»  Elser,  Jour.  Med.  Res.,  xiv,  1906. 

»  Alhrecht  und  Ghon.,  loc.  cit. 

'  Lepierre,  Jour,  de  phys.  et  de  path,  g^n.,  v,  No.  3. 
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tion  and,  in  one  case,  brain  abscess,  by  subdural  inoculation  of  dogs. 
Councilman,  Mallor}%  and  Wright  ^  produced  a  disease  in  many  re- 
spects similar  to  the  human  disease  by  intraspinous  inoculation  of  a 
goat.  Recently,  Flexner^  has  succeeded  in  producing  in  monkeys  a 
condition  entirely  analogous  to  that  occurring  in  human  beings. 

Agglutination. — Immunization  of  animals  by  repeated  inoculations 
of  meningococcus  ^  results  in  the  formation  in  the  blood  serum  of 
agglutinins.  Kolle  and  Wassermann  *  obtained  from  horses  a  serum 
which  had  an  agglutinating  value  of  1  :  3,000  for  the  homologous 
strain,  and  of  as  much  as  1  :  500  for  other  true  meningococcus 
strains.  Similar  experiments  by  Dunham  *  and  others  have  proved  the 
unquestionable  value  of  agglutination  for  species  identification  of  this 
group.  Great  differences  may,  however,  exist  between  individual 
races  in  their  agglutinability  in  the  same  immune  serum. 

Kutscher  has  recently  called  attention  to  the  fact  that  strains 
which  can  not  be  agglutinated  in  specific  sera  at  37°  C.  w^ill  often  yield 
positive  results  when  subjected  to  55°  C,  a  fact  of  some  practical  im- 
portance if  confirmed. 

Elser  and  Huntoon  "  have  shown  that  in  the  serum  of  infected  human 
subjects  agglutination  of  some  strains  takes  place  in  dilutions  as  high 
as  1  :  400. 

Serum  Therapy  of  Meningitis. — During  recent  years,  many  attempts 
have  been  made  to  treat  epidemic  cerebrospinal  meningitis  by  injec- 
tions, subcutaneous  and  intra.spinous,  of  meningococcus-immune  serum. 
Wassennann,^  in  11)07,  reported  the  results  obtained  by  such  treatment 
in  one  hundred  and  two  patients,  with  a  recovery  of  32.7  per  cent. 
The  serum,  as  manufactured  by  Wassermann  and  his  associates,  was 
obtained  from  horses  immunized  with  pure  cultures  of  meningococcus 
and  with  toxic  meningococcus  extracts.  More  rec<»ntly  Flexner  and 
Jobling  ^  have  used  a  similar  serum  in  the*  United  States  with  appa- 
rently excellent  results.  The  serum,  in  Flexner's  cases,  is  injected 
intraspinously  after  a  quantity  of  spinal  fluid  had  l)een  withdrawn. 
The  cases  treated  by  Flexner  and  Jobling's  method  have  now  reached 

>  Cnyndlman,  Mallory,  and  Wright,  loc.  cit. 

2  Flexner,  Joiir.  Exp.  Med..  1900. 

^Albrecht  and  Gfion,  Wicn.  klin.  Woch.,  1901. 

*  Kolle  und  Wassermann,  Deut.  med.  Wocli.,  15,  11M)0. 

*  Dunham.  Jour.  Inf.  Dis.,  11,  1907. 

*  Elser  and  HunJtoon,  loc.  cit. 

"*  Wassermann.  Dent.  nie<l.  Woch..  39.  1907. 

» Flexner  and  Jobling,  Jour.  Exixjr.  Med.,  x.  19()S. 
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large  numbers,  both  in  this  and  foreign  countries  and  the  value  of  the 
serum  as  a  therapeutic  agent  seems  firmly  established. 

Hiss  and  Zinsser  ^  have  treated  a  number  of  meningitis  patients  with 
subcutaneous  injections  of  leucocyte  extracts  and  believe  that  they  have 
favorably  influenced  the  course  of  the  disease. 

PseudomeningococcuB. — Elser  and  Huntoon '  have  described  a  diplo- 
coccus  very  similar  to  the  meningococcus  which  they  differentiated 
from  it  only  by  serum  reactions.  This  diplococcus  could  be  identified 
only  by  agglutinin  absorption  tests.  They  named  it  pseudomeningo- 
coccus. 


»  Hiss  and  Zinsser ^  Jour.  Med.  Res.,  Nov.,  1908. 
^  Elser  and  Huntoon,  Jour.  Med.  Res.,  xxi,  1909. 


CHAPTER  XXV 

DIPLOCOCCUS     GONORRHCE^     (GONOCOGCUS),    MICROCOCX^US 
CATARRHALIS,    AND    OTHER     GRAM-NEGATIVE    COCCI 

DIPLOOOGOUS   G0M0RRH(EJ5 

Neisser/  in  1879,  described  diplococci  which  he  had  found  regularly 
in  the  purulent  secretions  of  acute  cases  of  urethritis  and  vaginitis  and 
in  the  acute  conjunctivitis  of  the  new-born.  His  researches  were  purely 
morphological,  as  were  the  numerous  confirmatory  investigations  which 
rapidly  followed  his  announcement. 

Cultivation  of  this  diplococcus,  now  usually  spoken  of  as  gonococcus, 
was  not  definitely  successful  until  1885,  when  Bumm  ^  obtained  growi;h 
upon  tubes  of  coagulated  human  blood  serum.  Bumm  was  not  only 
able  to  keep  the  organisms  alive  by  transplantation  in  pure  culture,  but 
produced  the  disease  by  inoculation  of  his  cultures  upon  the  healthy 
urethra. 

Morphology  and  Staining. — ^The  gonococcus  is  usually  seen  in  the 
diplococcus  form,  the  pairs  being  characteristically  flattened  along  the 
surfaces  facing  each  other.  This  gives  the  cocci  a  peculiar  coffee-bean 
or  biscuit  shape.  The  size  of  the  diplofonns  is  about  1.6  micra  in  the 
long  diameter,  about  O.S  micron  in  width.  Stained  directly  in  gonorrheal 
pus  from  acute  cases,  the  microorganisms  arc  found  both  intra-  and 
extracellularly,  a  large  number  of  them  crowded  characteristically 
within  the  leucocytes.  They  are  never  found  within  the  nucleus.  The 
phagocytosis  which  produces  this  picture  has  been  shown  by  Scholtz ' 
and  others  to  take  place  in  the  free  secretions,  not  in  the  depth  of  the 
tissues.  The  intracellular  position,  which  is  of  considerable  diagnostic 
importance,  is  lost  to  a  great  extent  in  secretions  from  chronic  cases. 
In  smears  made  from  pure  cultures  the  arrangement  in  groups  of  two 
may  often  be  less  marked  than  in  pus,  clusters  of  eight  or  more  being 
common. 


»  Neisser,  Cent.  f.  d.  med.  Wiss.,  1879. 

>  Bumm,  "  Beitr.  z.  Kenntniss  des  Gonococcus,"  WieslKwlen,  1885. 
» SrhoUz,  Arch.  f.  Dermat.,  1899. 
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The  gonococcus  is  non-motile  and  does  not  form  spores.  It  is  easily 
stained  with  the  usual  aqueous  anilin  dyes.  Methylene-blue  alone, 
or  eosin  followed  by  methylene-blue,  or  the  neutral  red  stain  of  Plato/ 
gives  good  results.  Gram's  method  of  staining,  however,  is  the  only 
one  of  differential  value.  With  this  method  the  gonococcus  is  rapidly 
decolorized  and  can  be  counterstained  with  fuchsin  or  Bismarck  brown. 
The  Gram  stain  applied  to  pus  from  the  male  urethra,  while  not 
absolutely  reliable,  is,  for  practical  purposes,  sufficiently  so  to  make 
a  diagnosis.  In  exudates  from  the  vagina  or  from  the  eye  the  mor- 
phological picture  is  not  so  reliable,  owing  to  the   frequent  presence 


Fig.  80. — Gonoruueal  Pus  fiiom  Urethra,  showing  the  Cocci  within  a 

Leucocyte. 

in  the.^  regions  of  other  Gram-negative  coc'ci.  The  great  scarcity  of 
goiiococci  in  vviy  chronic  discharges  ntjcessitates  thorough  cultural 
investigation;  negative  morphological  examination  in  such  cases  can 
not  be  regarded  as  conclusive.^ 

Cultivation. — The  gonococcus  is  extremely  delicate  and  is  difficult 
to  cultivate.  After  many  failures  to  grow  it  upon  the  ordinary'  media, 
Humm '  obtaiiKMl  his  first  growths  upon  human  blood  serum  which 
had  been  heated  to  partial  coagulation. 

The  medium  most  commonly  used  at  the  ])resent  day  was  introduced 


»  Plato,  Berl.  kliii.  Woch.,  1894.  2  Ilciman,  Mc?diciil  Record,  1896. 

3  Bumm,  Dent.  med.  Woch.,  1885. 


382 


PATHOGENIC   MICROORGANISMS 


by  Wertheim,'  and  consists  of  a  mixture  of  two  or  three  parts  of  meat 
iofusioD-agar  with  one  part  of  uncoagulated  human  ascitic  fluid, 
hydrocele  fluid,  or  blood  serum.  The  agar  is  melted  and  cooled  to  45° 
before  the  serum  is  added.  The  mixture  may  then  be  slanted  in  the  test 
tube  or  poured  into  a  Petri  plate.  This  medium  may  be  improved  by 
the  addition  to  the  agar  of  six  per  cent  of  glycerin  or  one  per  cent  of 


ii 

,<^fr^gg^?iai**--; 

Fm.  81. — OoNocucci's.    tjinear  front  pure  culture, 

glut'OHc.  Cultures  in  fluid  me<lia  may  be  olitained  liy  similar  addi- 
tions of  scrum  to  meat-infusion -pi' p  Ion -broth  (pcpton,  one  to  two 
per  cent).  While  human  sera  may  be  replaced  by  animal  sera,  thcae 
in  general  are  not  bo  favorable  for  growth  of  the  gonococcua.  They 
are  useful  chiefly  in  cases  where  it  is  difficult  to  obtain  the 
human  serum.      Wholts    rabbit's  bloo<l  added   to  agar,  or  the  swine- 


H'mAfim.  Arch.  f.  fiynakol.,  1892. 
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sorum-nutrose  medium    of  Wassermann '    may  occasionally  be   uecd 
with  success. 

Plates  may  also  be  made  by  smearing  for  enrichment  a  drop  of  blood 
from  the  finger  over  the  surface  of  agar  in  the  manner  of  Pfeiffer's 
method  for  iniluenza-bacillus  cultivation.  Inoculations  from  gonorrheal 
material  are  best  made  by  surface  smearing  upon  plates,  since  the 
gonococcus  grows  best  in  the  presence  of  free  oxygen.  Growth  is  more 
easily  obtained    and  becomes   more    luxuriant  after  prolonged  culti- 


FiG.  82. — GoNOCOCCUB  Colony.      Low  power   of    magnifi cation.      (After   Malbry 
and  Wright.) 


vation  upon  artificial  media.  The  most  favorable  reaction  of  media  is 
neutrality  or  slight  acidity. 

\\'hcncvcr  the  gonococcus  has  Ixsen  successfully  cultivated  fn)m  pus 
upon  media  without  serum  addition;*,  the  succcs-s  has  probably  been  due 
to  the  substances  carried  over  in  the  pus. 

The  gonococcus  will  develop  a  sparse  growth  undtT  anaerobic  con- 
ditions, but  displays  a  vcrj'  marked  preference  for  aerobiosis.  The  op- 
timum temperature  for  growth  is  37.5°  C.  Growth  ceases  above  38.5° 
and  below  30°. 


>  Wassermann.  Berl.  klin.  Woch..  1897. 

{Firteen  c.c.  awine-senini,  M  c.c.  of  water,  3  c.c.  (tlycerin.  with  two  per  cent 
nutrose.  The  nutnuie  is  (lissniveH  hy  boiling  and  the  aoliition  sterilize*!.  This  is  then 
added  toagar.  in  equal  purls,  and  uae<l  in  plates.) 
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Upon  suitable  media  colonies  appear  as  extremely  delicate,  grayish, 
opalescent  spots,  at  the  end  of  twenty  to  twenty-four  hours.  The  sepa- 
rate colonies  do  not  tend  to  confluence  and  have  slightly  undulate 
margins.  Touched  with  a  platinum  loop  their  consistency  is  found  to 
be  slimy  or  sticky.  In  fluid  media,  growth  takes  place  chiefly  at  the 
surface  and  there  is  no  general  clouding. 

Resistance. — Cultures  of  gonococcus,  if  not  transplanted,  usually 
die  out  within  five  or  six  days  at  incubator  temperature.  At  room 
temperature  they  die  more  rapidly.  In  the  ice  chest  they  may  be  kept 
alive  for  somewhat  longer  periods.  In  this  they  differ  from  meningo- 
cocci, which  are  always  killed  by  temperatures  approximating  zero  C. 
In  these  respects,  however,  individual  strains  show  much  variation,  some 
cultures  dying  out  after  but  a  few  hours'  removal  from  the  incubator. 

The  resistance  of  the  gonococcus  to  light  and  heat  is  very  slight. 
A  temperature  of  41°  to  42°  kills  it  after  a  brief  exposure.  Complete 
drying  destroys  it  in  a  short  time.  Incompletely  dried,  however,  and 
protected  from  light  (gonorrheal  pus)  it  may  live,  on  sheets  and  cloth- 
ing, for  as  long  as  eighteen  to  twenty-four  hours.  ^ 

It  is  easily  killed  by  most  disinfectant  solutions '  even  when  these 
are  highly  diluted  and  seems  to  be  almost  specifically  sensitive  to  the 
various  silver  salts,  a  fact  of  therapeutic  importance. 

Pathogenicity. — Gonorrheal  infection  occurs  spontaneously  only  in 
man.  True  gonorrheal  urethritis  has  never  been  experimentally  pro- 
duced in  animals.  In  human  beings,  apart  from  the  common  seats  of 
the  infection  in  the  male  and  female  genital  tracts,  and  in  the  conjunc- 
tiva;, the  gonococcus  may  produce  cystitis,  proctitis,  and  stomatitis. 
It  may  enter  the  general  circulation,  giving  rise  to  septicemia '  and, 
secondarily,  to  endocarditis  and  arthritis.  Isolated  cases  of  gonorrheal 
periostitis  and  osteomyelitis  have  been  reported.* 

The  common  acute  infections  of  the  genito-urinary  passages  in  man 
are  often  followed  by  an  indefinitely  prolonged  chronic  infection,  which, 
though  quiescent,  may  for  many  years  be  a  source  of  social  danger. 
In  children,  especially  females,  the  infection  is  not  rare,  and  may 
assume  epidemic  characters,  traveling  from  bed  to  bed  in  institu- 
tions. Such  hospital  epidemics  can  be  stopped  only  by  the  most 
rigid  isolation.    It  is  advisable,  in  view  of  this  danger,  to  examine  all 

»  Heiman,  Medical  Record,  1896. 

» Schaeffer  und  Steinschneider,  Kong.  Dent.  Demiat.  Gesells.,  Breslau,  1894. 
>  Review  of  cases  of  Gon.  Septicemia,  Faure-Beaulieu,  Thesis,  Paris,  1906. 
*  UUmanrif  Wien.  med.  Presse,  1900. 
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female  children  applying  for  admission  to  a  hospital,  by  vaginal 
smear  and,  if  possible,  to  keep  them  in  a  receiving  ward  for  twenty- 
four  hours  in  order  that  the  examination  may  be  repeated  before 
admission  to  the  general  wards.  In  the  best-equipped  institutions, 
furthermore,  separate  thermometers,  bed  linen,  and  diapers  are  set 
aside  for  each  child  in  order  to  preclude  any  possibility  of  accidental 
transmission  from  cases  which  may  have  escaped  detection  by  smear 
examination. 

While  inoculation  of  animals  has  never  resulted  in  active  prolifera- 
tion of  the  gonococcus  upon  the  new  host,  local  necrosis,  suppuration, 
and  temporary  systemic  reactions  have  been  produced  by  subcutaneous 
and  intraperitoneal  inoculation.  These  are  probably  referable  to  the 
endotoxin  contained  in  the  bodies  of  the  gonococci.  This  toxin  has  been 
isolated  by  Nikolaysen  ^  by  extraction  from  the  bacterial  bodies  with 
distilled  water  or  sodium  hydrate  solutions.  It  was  found  to  be  resist- 
ant to  a  temperature  of  120°  and  to  remain  potent  after  complete  drying. 
The  same  author  found  that  the  isolated  toxin  and  dead  cultures  were 
fully  as  toxic  for  animals  as  living  cultures,  0.01  gram  killing  a  white 
mouse. 

Specific  injury^  to  the  nervous  system  by  injections  of  gonococcus 
toxin  has  been  reported  by  Moltschanoff.^ 

The  secretion  of  a  true  soluble  toxin  by  the  gonococcus,  asserted 
by  Christmas,'  is  denied  by  Wassermann,*  Nikolaysen,*  and  others. 
The  two  authors  last  named,  furthermore,  do  not  believe  that  a  general 
immunity  is  developed  in  subjects  infected  with  gonococcus.  Christ- 
mas •  on  the  other  hand,  and,  more  recently,  Torrey,^  have  reported 
successful  active  immunization  of  animals  by  repeated  injections  of 
whole  bacteria.  Torrey  and  others  apparantly  have  successfully  treated 
human  cases  by  injections  of  the  serum  of  immunized  animals. 

MIOROOOOOUS   CATARRHALIS 

Micrococcus  catarrhalis  is  a  diplococcus  described  first  by  R.  Pfeiffer,* 
who  found  it  in  the  sputum  of  patients  suffering  from  catarrhal  in- 

>  Nikolaysen.  Cent.  f.  Bakt..  1897. 
»  Moltachanoff.  Miinch.  med.  Woch.,  1899. 
^Christmas,  Ann.  de  Tinst.  Pasteur,  1897. 
<  Wa88€rmann,  Zeit.  f.  Hyp.,  xxvii,  1897. 
^  Xikolayaen,  Fort.  d.  Med.,  xxi,  1897. 
^Christmas,  loc.  cit. 

"^Torrey,  Jour.  Amer.  Med.  Assn.,  xlvi.  1906. 
'Fliigge,  "  Die  Mikroorg.,"  3d  ed..  1896. 
25 
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flammations  of  the  upper  respiratory  tract.  It  was  subsequently  care- 
fully studied  by  Ghon  and  H.  Pfciffcr.^  According  to  these  authors 
the  pathogenic  significance  of  the  micrococcus  is  slight,  though  occasion- 
ally it  may  be  regarded  as  the  causative  factor  in  catarrhal  inflammations. 
Its  chief  claim  to  attention,  however,  lies  in  its  similarity  to  the  meningo- 
coccus and  the  gonococcus,  from  neither  of  which  it  can  be  morphologi- 
cally distinguished.  It  is  decolorized  by  Gram's  stain,  appears  often  iu 
the  diplococcus  form,  and  has  a  tendency,  in  exudates,  to  be  located 
intracellularly.  Not  unlike  the  two  microorganisms  mentioned,  too,  it 
shows  but  slight  pathogenicity  for  animals. 

Differentiation  from  gonococcus  is  extremely  simple  in  that  Micro- 
coccus catarrhalis  grows  easily  on  simple  culture  media  and  shows 
none  of  the  fastidious  cultural  requirements  of  the  gonococcus. 

From  meningococcus  the  differentiation  is  less  simple  and,  because 
of  the  presence  of  both  microorganisms  in  the  nose,  is  of  great  imjjor- 
tance. 

Distinction  between  the  two  is  made  entirely  upon  cultural  charac- 
teristics and  agglutination  reactions.  Culturally,  Micrococcus  catar- 
rhalis grows  more  heavily  than  meningococcus  upon  the  ordinary- 
culture  media.  The  colonies  of  Micrococcus  catarrhalis  are  coarselv 
granular  and  distinctly  white  in  contradistinction  to  the  finely  granu- 
lar, grayish  meningococcus  colonies.^  Micrococcus  catarrhalis  will 
develop  at  temperatures  below  20°  C,  while  meningococcus  will  not 
grow  at  temperatures  below  25°  C.^ 

Dunham,*  who  has  recently  made  a  comparative  study  of  meningo- 
coccus and  other  Gram-negative  diplococci  from  the  nose  and  throat, 
states  that  while  some  of  the  supposed  Micrococcus  catarrhalis  cul- 
tures are  easily  distinguished  from  meningo(;occus  simply  by  the  char- 
acteristics of  their  growths  upon  two-per-cent  glucose  agar,  others  offer 
great  difficulties  to  differentiation.  He  recommends  as  a  differential 
medium  a  mixture  of  sheep  serum  and  bouillon  containing  one  per 
cent  of  glucose.  Upon  this  medium  all  true  meningococci  produce 
acid,  but  no  coagulation,  with  twenty-four  hours.  Cultures  from  the 
nose  and  throat,  however,  produce  acid  and  coagulation,  or  else  pro- 
duce an  alkaline  reaction. 


'  Gfum  unci  H.  Pfeiffer,  Zeit.  f.  klin.  Mcfl..  1902. 

2  Ghon  und  Pfeiffer,  loc.  cit. 

«  Weichselbaum,  in  KoUe  und  Wasserniann,  Bd.  iii,  p.  269. 

*  Dunham f  Jour.  Inf.  Dis.,  1907. 
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OTHER  ORAM-HEOATIVE  OOOOI 


Hicrococcna  pbairngii  sicou. — This  org&niam  was  first  described  by 
von  Lingelaheim  '  in  1906.  It  is  described  by  Elser  and  Huntoon  as 
readily  differentiable  from  meningococcus  and  other  Gram-negative 
cocci  by  the  firm  adherence  and  dryness  of  its  colonies.  It  is  similar  to 
Micrococcus  catarrhalia  from  which  it  may,  however,  be  differentiated 
by  fermentation  tests. 

Diplococciu  mocostu. — This  organism  was  also  described  by  von 
Lingelaheim  together  with  the  preceding  one.  Its  colony  formation  is 
similar  to  that  of  meningococcus,  but  slightly  more  sticky  and  mucoid. 
Stained  by  the  capsule  methods,  it  is  seen  to  possess  a  distinct  capsule. 

OhromoKenic  Otam-oegative  Oocci. — These  microorganisms  all  pro- 
duce a  green ish-ycllow  pigment  on  the  ordinary  culture  media.  When 
pigment  is  absent,  as  is  frequently  the  case  when  grown  upon  sugar-free 
media,  these  microorganisms  can  be  distinguished  from  meningococcus 
only  by  sugar  fermentation  and  serum  reactions. 

An  exhaustive  study  of  Gram-negative  micrococci  has  recently 
been  made  by  Elser  and  Huntoon.'  These  authors,  in  studying 
the  differential  value  of  sugar  fermentation  in  the  diagnosis  of  these 
bacteria,  have  constructed  the  following  table: 


Stkmnd  Tehtbu. 


Meningococcus. . . 

Paeudomcningococcua. . . . 

Conococcus 

MicrococcuB  CBtarrhalJB,  . 
Micrococcus  pharyngia  sic 
rhriimogenic  group  I  ,  ,  .  . 
t'hromoptenic  group  II, . . 
Cbromogenic  group  III . . 
Jaeger  menineococciia,  Kr 
DiplocDccuH  crasaUB,  Knil 


1.  Lingelaheim,  Klin.  Jahrb..  15,  1 


'  Ehr-  and  Hunloon,  loc.  dt. 


CHAITER  XXVI 
BACILLI  OF  THE  COLON-TYPHOID-DYSENTERY  GROUP 

The  bacilli  belonging  to  this  group  of  microorganisms,  while  present- 
ing great  differences  in  their  pathogenic  characteristics,  possess  many 
points  of  morphological  and  biological  similarity  which  have  made  their 
differentiation  extremely  difficult.  Among  pathogenic  bacilli,  they  are 
probably  the  ones  most  commonly  encountered  and  because  of  the  fact 
that  somc^  of  th(»m  are  specifically  pathogenic,  while  others  are  essen- 
tially saprophytic  and  are  pathogenic  o.ily  under  exceptional  conditions, 
the  necessity  of  ace  unite  differentiation  is  a  daily  occurrence  in  bacteri- 
ological  laboratories.  It  has  l)cen  through  the  study  of  this  group  par- 
ticularly that  many  of  the  modem  differential  methods  of  bacteriolog}- 
haye  bec^n  developed. 

The  group  includes  the  colon  bacillus  and  its  allies,  the  typhoid 
bacillus,  th(»  paratyphoid  organisms,  the  several  varieties  of  dysentery' 
bacillus  and  numerous  closely  related  species,  and  Bacillus  fecalis  alka- 
ligen(\s.  Closely  related  to  the  group  though  not  properly  within  it, 
are  Bacillus  lactis  aerogenes,  bacilli  of  the  Kriedlander  or  mucosus 
capsulatus  group,  and  a  number  of  less  important  subdivisions  of  this 
last  group. 

All  bacilli  of  the  group  possess  morphological  characteristics  which, 
although  exhibiting  slight  differenc(\s,  are  insufficient  to  permit  accurate 
morphological  diagnosis.  They  are  non(»  of  them  spore-bearing.  Stained 
by  Gram\s  method  they  are  decolorized. 

Cultiyated  upon  artificial  media,  they  grow  readily  both  at  room  and 
at  incubator  t(*mperatures.  None  of  them  liquefies  gelatin.  Though 
showing,  often,  distinct  differences  in  the  speed  and  luxuriance  of  growth 
upon  ordinar}'  m(»dia,  these  differences  are,  nevertheless,  too  slight  to 
become  the  basis  of  differentiation. 

In  order  to  distinguish  between  the  individual  members  of  this 
group,  therefore,  we  are  forced  to  a  careful  biological  and  cultural 
study.  This  is  carried  out  by  the  observation  of  the  cultural  character- 
istics  upon  special  media  and  by  the  study  of  serum  reactions  in  speci- 
fic immune  sera.    Our  mainstays  in  the  accurate  differentiation  of  these 
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bacilli  are  the  observation  of  their  fermentative  action  upon  carbohy- 
drate media,  and  their  agglutinating  reactions  in  immune  sera.  These 
points  will  be  alluded  to  in  the  description  of  the  individual  microor- 
ganisms, and  will  be  again  summarized  in  the  differential  tables  given 
at  the  end  of  the  chapters  dealing  with  this  group. 

BAOILLnS    OOLI    COMMUNIS   AMD    IfEMBERS    OF,  THE    OOLON 

BAOILLUS   GROUP 

Under  the  name  of  *'  colon  bacilli "  are  grouped  a  number  of  bac- 
terial varieties  differing  from  one  another  somewhat  in  minor  character- 
istics, but  corresponding  in  certain  cardinal  points  which  stamp  them 
as  close  relatives  and  amply  warrant  their  consideration  under  one 
heading.  While  usually  Uving  as  harmless  parasites  upon  the  animal 
and  human  body,  and  capable  of  leading  a  purely  saprophytic  existence, 
they  may,  nevertheless,  under  certain  circumstances  become  pathogenic 
and  trhus,  both  culturally  and  in  their  pathological  significance,  form  a 
link  between  pure  saprophytes  like  Bacillus  lactis  aerogenes,  on  the 
one  hand,  and  the  more  strictly  pathogenic  Gram-negative  bacilli  of 
the  paratyphoid,  typhoid,  and  dysentery  groups,  on  the  other.  As  a 
type  of  the  group  we  may  consider  in  detail  its  most  prominent  and 
thoroughly  studied  member,  Bacillus  coli  communis. 

BAOILLUS   OOLI   00  M  MUNIS 

This  microorganism  was  seen  and  described  by  Buchner  *  in  1885. 
It  was  thoroughly  studied  in  the  years  immediately  following,  especially 
by  Escherich,'  in  connection  with  the  intestinal  contents  of  infants. 

Morphology. — Bacillus  coli  communis  is  a  short,  plump  rod  about 
1-3  micra  long,  and  varying  in  thickness  from  one-third  to  one-fifth 
of  its  length.  Under  varying  conditions  of  cultivation,  it  may  appear 
to  be  more  slender  than  this  or  shorter  and  even  coccoid  in  form.  In 
stained  preparations,  it  usually  appears  singly,  but  occasionally  may  be 
seen  in  short  chains.  It  stains  readily  with  the  usual  anilin  dyes  and 
decolorizes  by  Gram's  method.  Spores  are  not  formed.  It  is  motile,  and 
fiagella  staining  reveals  eight  or  more  flagella  peripherally  arranged.  Its 
motility  is  subject  to  wide  variations.    Young  cultures,  in  the  first  gen- 


»  Buchner,  Arch.  f.  Hyp..  3,  1885. 

^Eschertch,  "Die  Darmbakt.  des  Siiuglings,"  Stuttgart,  1886;  Cent.  f.  Bakt..  1, 
1887. 
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(•  rut  Hill,  nf  tor  isolation  from  the  body, may  be  extremely  motile, while  old 
lii)K)ratx>iy  strains  may  show  almost  no  motility.  Independent  of  these 
modifying  conditions,  however,  wparate  raises  may  show  individual 
(rharact^risties  a»  to  motility,  varj'ing  in  range  between  a  motility 
hardly  distinguishable  from  Brownian  movement  and  one  which  is  so 
active  aa  to  be  hut  little  less  than  that  of  the  typhoid  bacillus.  Ordi- 
narily, the  colon  bacillus  posseases  a  motility  intermediate  between 
these  two  extremes. 

Oultivation.— The  bacillus  is  an  aerobe  capable  of  anaerobic  growth 
under  suitable  cultural  conditions.    It  grows  well  on  the  simplest  media 


5^a 


Fii 


W3.— lUtii 


at  temperatures  ranging  from  20°  to  40°  C„  but  finds  its  optimum 
growth  at  about  ;J7.r)°  C.  Upon  hrolh  it  kfows  rapidly,  giving  rise  to 
gttneral  clouding;  later  to  a  pellicle  and  a  light,  slightly  slimy  sediment. 
\\'ithin  moderate  ranges,  it  is  not  delicately  susceptible  to  reaetioii, 
growing  e«iuaily  well  on  meilia  slightly  acid  and  on  those  of  a  moderate 
alkalinity. 

Upon  at/ar,  it  forms  grayish  colonies  which  Ix'come  visible  within 
twelve  to  ('ighteen  hours,  gradually  Iwcoming  more  and  more  opaque 
as  they  grow  older.    The  deep  colonies  are  dense,  evenly  granular,  oval. 
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or  round.  Surface  colonies  often  show  a  characteristic  grape-leaf 
structure,  or  may  be  round  and  flat,  and  show  a  definitely  raised,  glisten- 
ing sui-face.    Upon  agar  slants,  growth  occurs  in  a  uniform  layer. 

On  gdatin  the  colon  bacillus  grows  rapidly,  causing  no  liquefaction. 
Surface  colonies  are  apt  to  show  the  typical  grape-leaf  formation.  Deep 
colonies  are  round,  oblong,  and  glistening.  In  gelatin  stabs  growth  takes 
place  along  the  entire  line  of  inoculation,  spreading  in  a  thin  layer  over 
the  surface  of  the  medium. 

On  potato  J  growth  is  abundant  and  easily  visible  within  eighteen 
to  twenty-four  hours,  as  a  grayish-white,  glistening  layer  which  later 
turns  to  a  yellowish-brown,  and  in  old  cultures  often  to  a  dirty  green- 
ish-brown color. 

In  pepton  solution  indol  is  formed.  In  milk  there  is  acidity  and  co- 
agulation. In  lactoseMtmus-dgar  acid  is  formed,  the  medium  becom- 
ing red,  and  gas-bubbles  appear  along  the  line  of  the  stab  inoculation. 

In  carbohydrate  broth,  gas  is  formed  in  dextrose,  lactose,  and  mannit, 
but  not  in  saccharose.  Levulose,  galactose,  and  maltose  are  also  fer- 
mented with  the  formation  of  acid  and  gas. 

Cultures  of  the  colon  bacillus  are  characterized  by  a  peculiar  fetid 
odor  which  is  not  unlike  that  of  diluted  feces.  The  acids  formed  by  the 
colon  bacillus  from  sugars  are  chiefly  lactic,  acetic,  and  formic  acids. 
The  gas  it  produces  consists  chiefly  of  CO,  and  hydrogen.  The  bacillus 
grows  well  on  media  containing  urine  and  on  those  containing  bile. 
I'pon  the  latter  fact  some  methods  for  the  isolation  of  the  colon 
bacillus  from  water  and  feces  have  been  based. 

Isolation  of  the  colon  bacillus  from  mixed  cultures  is  most  easily 
accomplished  by  plating  upon  lactose-litmus-agar,  the  Conradi-Drigal- 
ski  medium,  or  the  Endo  medium  after  preliminary  enrichment  of  the 
specimen  to  be  tested  in  bile  or  malachite-green  broth.  (In  the  case 
of  feces  such  enrichment  is  superfluous.) 

Distribution. — The  colon  bacillus  is  a  constant  inhabitant  of  the 
intestinal  canal  of  human  beings  and  animals.  It  is  also  found  occasion- 
ally in  soil,  in  air,  in  water,  and  in  milk  and  is  practically  ubiquitous  in 
all  neighborhoods  which  are  thickly  inhabited.  When  found  in  nature 
its  presence  is  generally  taken  to  be  an  indication  of  contamination  from 
human  or  animal  sources.  Thus,  when  found  in  water  or  milk,  much 
hygienic  importance  is  attached  to  it.  Recently,  Papasotiriu  *  and, 
independently  of  him,  Prescott,'  have  reported  finding  bacilli  apparently 


» Papasotiriu,  Arch.  f.  Hyg.,  xli.     2  Preacott,  Cent.  f.  Bakt.,  Ref.,  xxxiii,  1903. 
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identical  with  Bacillus  coli  upon  nc,  barley,  and  other  grains.  They 
believe,  upon  the  basis  of  this  discovery,  that  Bacillus  coli  is  widely 
distributed  in  nature  and  that  its  presence,  unless  it  appears  in  large 
numbers,  does  not  necessarily  indicate  recent  fecal  contamination. 
These  reports,  however,  have  not  found  confirmation  by  the  work  of 
others,  and  can  not,  therefore,  be  as  yet  accepted. 

In  man.  Bacillus  coli  appears  in  the  intestine  normally  soon  after 
birth,  at  about  the  time  of  taking  the  first  nourishment.^  From  this  time 
on,  throughout  life,  the  bacillus  is  a  constant  intestinal  inhabitant  ap- 
parently without  dependence  upon  the  diet.  Its  distribution  within  the 
intestine,  according  to  Gushing  and  Livingood,^  is  not  uniform,  it  being 
found  in  the  greatest  numlxjrs  at  or  about  the  ileocecal  valve,  diminish- 
ing from  this  point  upward  to  the  duodenum  and  downward  as  far  as 
the  rectum.  Adami  ^  and  others  claim  that,  under  normal  conditions, 
the  baciUus  may  invade  the  portal  circulation,  possibly  by  the  inter- 
mediation of  leucocytic  emigration  during  digestion.  After  death,  at 
autopsy,  Bacillus  coli  is  often  found  in  the  tissues  and  the  blood  with- 
out there  being  visible  lesions  of  the  intestinal  mucous  membrane.*  It 
is  probable,  also,  that  it  may  enter  and  live  in  the  circulation  a  few 
hours  before  death  during  the  agonal  stages. 

Extensive  investigations  have  been  carried  out  to  determine  wheth- 
er or  not  the  constant  presence  of  this  microorganism  in  the  intestinal 
tract  is  an  indication  of  its  possessing  a  definite  physiological  function  of 
advantage  to  its  host.  It  ha.s  been  argued  that  it  may  aid  in  the  fermen- 
tation of  carbohydrates.  The  (juestion  has  been  approached  experiment- 
ally by  a  number  of  investigators.  Nuttall  and  Thierfelder  *  delivered 
guinea-pigs  from  the  mother  by  Cesanmn  section  and  succeeded  in 
keeping  them  without  infection  of  the  intestinal  canal  for  thirteen  days. 
Although  no  microorganisms  of  any  kind  were  found  in  the  feces  of 
these  animals,  no  harm  seemed  to  accrue  to  them,  and  some  of  them 
even  gained  in  weight.  Schottelius,'  on  the  other  hand,  obtained  con- 
tradictory results  when  working  with  chicks.  Allowing  eggs  to  hatch  in 
an  especially  constructed  glass  compartment,  he  succeeded  in  keeping  the 


» Schild,  Zeit.  f.  Hyg.,  xix.  1895;  Lembke,  Arch.  f.  Hyp.,  xxvi.  1896. 
a  Cushing  and  Lin'ngood,  "  Contributions  to  Met!.  8ci.  by  Pupils  of  Wm.  Welch." 
Johns  Ilopk.  Press,  1900. 

*  Adami,  Jour,  of  Amer.  Me<i.  As.sn.,  Dec,  1899. 

*  BirchrHirschfeM,  Ziefi:ler's  Beitr..  24.  1898. 

»  Nuttall  und  Thierfelder,  Zeit.  f.  Physiol.  C'hemie,  xxi  and  xxii. 

*  SchoUeliua,  Arch.  f.  Hyg..  xxxiv,  1889. 
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chicks  and  their  entire  environment  sterile  for  seventeen  days.  During 
this  time  they  lost  weight,  did  not  thrive,  and  some  of  them  were  mori- 
bund at  the  end  of  the  second  week,  in  marked  contrast  to  the  healthy, 
well-nourished  controls,  fed  in  the  same  way,  but  under  ordinary 
environmental  conditions.  Although  insufficient  work  has  been  done 
upon  this  important  question,  and  no  definite  statement  can  be  made, 
it  is  more  than  likely  that  the  function  of  the  Bacillus  coli  in  the  intes- 
tine is  not  inconsiderable  if  only  because  of  its  possible  antagonism  to 
certain  putrefactive  bacteria,  a  fact  which  has  been  demonstrated  in 
interesting  studies  by  Bienstock  *  and  others.' 

Pathogenicity. — The  pathogenicity  of  the  colon  bacillus  for  animals 
is  slight  and  varies  greatly  with  different  strains.  Intraperitoneal  in- 
jections of  1  c.c.  or  more  of  a  broth  culture  will  often  cause  death  in 
guinea-pigs.  Large  doses  intravenously  administered  to  rabbits  may 
frequently  cause  a  rapid  sinking  of  the  temperature  and  death  with 
symptoms  of  violent  intoxication  within  twenty-four  to  forty-eight  hours. 
Subcutaneous  inoculation  of  moderate  doses  usually  results  in  nothing 
more  than  a  localized  abscess  from  which  the  animals  recover.  It  is  likely 
that,  even  in  fatal  cases,  death  results  chiefly  from  the  action  of  poisons 
liberated  from  the  disintegrating  bacteria  and  not  from  the  multipli- 
cation of  the  bacilli  themselves,  for  often  no  living  organism  can  be 
found  unless  large  doses  are  given. 

In  man,  a  large  variety  of  lesions  produced  by  Bacillus  coli  have 
been  described.  It  Ls  a  surprising  fact  that  disease  should  be  caused 
at  all,  in  man,  by  a  microorganism  which  is  so  constantly  present  in 
large  numbers  in  the  intestine  and  against  which,  therefore,  it  is  to  be 
expected  that  a  certain  amount  of  immunity  should  be  developed.  A 
number  of  explanations  for  this  state  of  affairs  have  been  advanced, 
none  of  them  entirely  satisfactory.  It  is  probable  that  none  of  the  poi- 
sonous products  of  the  colon  bacillus  is  absorbed  unchanged  by  the 
healthy  unbroken  mucosa  and  that,  therefore,  the  microorganisms  are, 
strictly  speaking,  at  all  times,  outside  of  the  body  proper,  l^nder  these 
circumstances,  no  process  of  immunization  would  be  anticipated.  It 
is  also  possible  that,  whenever  an  infection  with  Bacillus  coli  does  occur, 
the  infecting  organism  is  one  which  has  been  recently  acquired  from 
another  host,  having  no  specific  adaptation  to  the  infected  body.  Viru- 
lence may  possibly  be  enhanced  by  inflammatory'  processes  caused  by 
other  organisms.    Considering  the  subject  from  another  point  of  view, 

'  Bienstock,  Arch.  f.  Hy^.,  xxxix.  1901. 

2  Tiamer  iind  Martelbf.  Ann.  de  Tinst.  Pasteur,  1902. 
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col()n-ba<*illus  infection  may  possibly  take  place  simply  because  of  unu- 
sual temporary  reduction  of  the  resistance  of  the  host.  Whether  or  not 
altered  cultural  conditions  in  the  intestine  may  lead  to  marked  enhance- 
ment in  the  virulence  of  the  colon  bacilli  can  not  at  present  be  decided. 
The  opinion  has  been  frequently  advanced,  however,  without  adequate 
experimental  support. 

Septicemia,  due  to  the  colon  bacillus,  has  been  described  by  a  large 
number  of  observers.  It  is  doubtful,  however,  whether  many  of  the^e 
cases  Represent  an  actual  primary  invasion  of  the  circulation  by  the 
bacilli,  or  whether  their  entrance  was  not  simply  a  secondary  phenomenon 
occurring  during  the  agonal  stages  of  another  condition.  A  few  unques- 
tionable cases,  however,  have  been  report<}d,  and  there  can  be  no  doubt 
about  the  occurrence  of  the  condition,  although  it  is  probably  less 
frequent  than  fonnerly  supposed.  The  writers  have  observed  it  on 
two  occasions  in  cases  during  the  lethal  stages  of  severe  systemic 
disease  due  to  other  causes.  An  extremely  interesting  group  of  such 
cases  are  those  occurring  in  new-bom  infants,  in  which  generalized 
colon-bacillus  infection  mav  lead  to  a  fatal  condition  known  as 
Winckel's  disease  or  hemorrhagic  septicemia.^  Prominent  among 
disease  processes  attributed  to  these  microorganisms  are  various  diar- 
rheal conditions,  such  as  cholera  nostras  and  cholera  infantum.  The 
relation  of  th(\se  maladies  to  the  colon  bacillus  has  been  studied  es- 
pecially by  Kscherich,'  but  satisfactory  evidence  that  these  bacilli  maj' 
specifically  cause  such  conditions  has  not  been  brought.  While  it  is  not 
unlikely  that  under  conditions  of  an  excessive  carbohydrate  diet,  colon 
bacilli  may  aggravate  morbid  processes  by  a  voluminous  formation  of 
gas,  they  do  not,  of  theniselv(\s,  take  part  in  actual  putrefactive  proc- 
esses. It  is  likely,  th(»refore,  that  in  most  of  the  intestinal  diseases 
fonnerly  attributed  purely  to  bacilli  of  the  colon  group,  these  micro- 
organisms actually  play  but  a  secondary  part.' 

It  is  equally  difficult  to  decide  whether  or  not  these  bacilli  may  be 
regarded  as  the  primar}^  cause  of  peritonitis  following  perforation  of 
the  gut.  Although  regularly  found  in  such  conditions,  they  are  hardly 
ever  found  in  pure  culture,  Innng  accompanied  usually  by  staphylococci, 
streptococci,  or  other  microorganisms,  whose*  relationship  to  disease  is 
far  more  definitely  established.  Isolated  cases  have  been  reporte<l, 
however,  one  of  th(»ni  by  Welch,*  in  which  Bacillus  coli  was  present  in 

» Kamen,  Ziogler's  Beitr.,  14,  189G. 

'  Escfierichf  loc.  cit. 

»  Herter,  "  Bact.  Infec.  of  Digest.  Tnict,"  N.  Y.,  1907. 
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the  ix>ritoncum  in  pure  culture  without  there  having  been  any  intestinal 
perforation.  Granting  that  the  bacillus  is  able  to  proliferate  within 
the  peritoneum,  there  is  no  reason  for  doubting  its  ability  of  giving  rise 
to  a  mild  suppurative  process. 

Inflammator}'^  conditions  in  the  liver  and  gall-bladder  have  fre- 
fiuently  been  attributed  to  the  colon  bacillus.  It  has  been  isolated  from 
liver  abscesses,  from  the  bile,  and  from  the  center  of  gall-stones.  Welch 
has  reported  a  case  of  acute  hemorrhagic  pancreatitis  in  which  the 
bacillus  was  isolated  from  the  gall-bladder  and  from  the  pancreas. 

In  the  bladder,  Bacillus  coli  frequently  gives  rise  to  cystitis  and  oc- 
casionally to  ascending  pyonephrosis.  No  other  microorganism,  in  fact, 
is  found  so  frequently  in  the  urine  as  this  one.  It  may  be  present,  often, 
in  individuals  in  whom  all  morbid  processes  are  absent.  The  condition 
is  frequently  observed  during  the  convalescence  from  typhoid  fever. 
It  may  disappear  spontaneously,  or  cystitis,  usually  of  a  mild,  chronic 
variety,  may  supervene. 

Localized  suppurations  due  to  this  bacillus  may  take  place  in  all 
parts  of  the  body.  They  are  most  frequently  localized  about  the  anus 
and  the  genitals.  They  are  usually  mild  and  easily  amenable  to  the 
simplest  surgical  treatment. 

PoiflonouB  Products  of  the  Oolon  Bacilliui. — The  colon  baciillus  belongs 
essentially  to  that  group  of  bacteria  whose  toxic  action  is  supposed  to 
be  due  to  the  poisonous  substances  contained  within  the  bacillary  body. 
Culture  filtrates  of  the  colon  bacillus  show  very  little  toxicity  when  in- 
jected into  animals;  whereas  the  injection  of  dead  bacilli  produces 
symptoms  almost  equal  in  severity  to  tlK)se  induced  by  injection  of  the 
live  microorganisms.  Corroborative  of  the  assumption  of  this  endotoxic 
nature  of  the  colon-bacillus  poison  is  the  fact  that,  so  far,  no  antitoxic 
l)()(lies  have  been  demonstrated  in  serum  as  resulting  from  immuniza- 
tion. 

Immunization  with  the  Oolon  Bacillus. — The  injection  into  animals  of 
gradually  increasing  doses  of  living  or  dead  colon  bacilli  gives  rise  to 
specific  bacteriolytic,  agglutinating,  and  precipitating  substances. 

The  hacteriolvtic  substances  mav  be  easilv  demonstrat<;d  by  the 
technique  of  the  Pfeiffer  reaction.  In  ritro  bacteriolysis  is  less  marked 
than  in  the  case  of  some  other  microorganisms  such  as  the  cholera  spiril- 
lum or  the  typhoid  bacillus.  Owing  probably  to  the  habitual  presence 
of  colon  bacilli  in  the  intestinal  tracts  of  animals  and  man,  consideral)le 


»  Welch,  Med.  News.  59.  189L 
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bacteriolysis  may  occasionally  be  demonstrated  in  the  serum  of  normal 
individuals. 

Agglutinins  for  the  colon  bacillus  have  often  been  produced  in  the 
sera  of  immuniz^  animals  in  concentration  sufiicient  to  be  active  in  dilu- 
tions of  1  :  5,000  and  over.  The  agglutinins  are  produced  equally  well 
by  the  injection  of  live  cultures  and  of  those  killed  by  heat,  if  the  tem- 
perature used  for  sterilization  does  not  exceed  100°  C.    It  is'  a  notice- 


Fio.  84.— Bacillus  ecu  communis.  Grown  in:  I,  DextroBe,  2,  lActoae,  3, 
Saccharose  broth.  The  bacillus  forms  acid  ami  gas  from  dextrose  and  lactOM, 
not  from  saccharose.  Note  the  abHoncc  of  Krowth  in  the  closed  arm  o(  the  OM- 
charose  tube,  in  which  no  acid  or  gas  is  (onned. 


able  fact  that  the  injection  of  any  specific  race  of  colon  bacilli 
produces,  in  the  immunized  animal,  high  agglutination  values  only  for 
the  individual  culture  used  for  immunization,  white  other  strains  of 
colon  bacilli,  although  agglutinated  by  the  scrum  in  higher  dilution 
than  are  paratyphoid  or  typhoid  bacilli,  require  much  higher  concen- 
tration than  does  the  original  strain.  The  subject  ha.s  been  extensively 
studied  by  a  number  of  observers  and  illustrates  the  extreme  individual 


'  Wolff.  Cent.  f.  Bakt..  x 


BACILLUS  COLI  COHUUNIS 


397 


specificity  of  the  agglutination  reaction.  Thus  a  serum  which  will 
agglutinate  its  homologous  strains  in  dilutions  of  one  1:1,000  will  often 
fail  to  agglutinate  other  races  of  Bacillus  coli  in  dilutions  of  1 :  500 
or  1  :  600. 

The  normal  serum  of  adult  animals  and  man  will  often  agglutinate 
this  bacillus  in  dilutions  as  high  as  1  :  10  or  1 :  20 — a  phenomenon  pos- 
sibly referable  to  its  habitual  presence  within  the  body.  Corrobo- 
rating this  assumption  is  the  observation-  of  Kraus  and  L6w,' 
that  the  serum  of  new-bom  animals  possesses  no  such  agglutinating 
powers.    The  fact  that  agglutinins  for  the  colon  bacillus  are  increased 


Fig.  85. — Bacillus 


in  the  serum  of  patients  convalescing  from  typhoid  fever  or  dysentery 
is  probably  to  he  explained,  partly  by  the  increase  of  the  group 
agglutinins  produced  by  the  specific  infecting  agent,  and  partly  by  the 
invasion  of  colon  bacilli,  or  the  absorption  of  it.i  products  induced  by 
the  diseased  stale  of  Ihe  intestinal  mucous  membrane. 

Varieties  of  tho  Colon  BuiUuB. — During  the  earlier  days  of  bacteriolog- 
ical investigations,  a  large  numlier  of  distinct  varieties  of  colon  bacilli 
were  described,  many  of  which  may  now  be  dismissed  as  based  simply 


'  Kraus  und  Lou 


I.  klin.  Woch.,  18Q9. 
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upon  a  temporary  depression  of  one  or  another  cultural  characteristic  of 
Bacillus  coli  communis,  while  others  can  be  definitely  included  within 
other  closely  related,  but  distinct  groups. 

That  secondary  features,  such  as  dimensions,  motility,  and  luxuri- 
ance of  growth  upon  various  media,  may  be  markedly  altered  by  arti- 
ficial cultivation  is  a  common  observation.  It  has  not,  however,  been 
satisfactorily  shown  that  cardinal  characteristics,  such  as  the  forma- 
tion of  indol  from  pepton,  or  the  power  to  produce  gas  from  dextros^e 
and  lactose,  can  be  permanently  suppressed  without  actual  injury  or 
inhibition  of  the  normal  vitality  of  the  microorganism.  Such  alter- 
ation is,  in  fact,  contrary  to  experience,  which  demonstrates  that 
whenever  such  changes  do  occur,  they  are  purely  temporary  and  a  few 
generations  of  cultivation  under  favorable  environmental  conditions 
will  regularly  restore  the  organism  to  its  normal  activity. 

BaciUud  coli  communior. — Distinct  and  constant  varieties  of  Bacil- 
lus coli,  however,  do  occur.  The  most  common  of  these  is  one  which 
Dunham  has  named  Bacillus  coli  communior^  because  of  the  fact  that 
he  believes  it  to  be  more  abundant  in  the  human  and  animal  intestine 
than  is  coli  communis  itself.  This  bacillus  possesses  all  the  cardinal 
characteristics  of  the  colon  group.  It  is  a  Gram-negative  bacillus, 
moderately  motile,  non-sporulating,  and  morphologically  indistinguish- 
able from  the  communis  variety.  It  does  not  liquefy  gelatin,  it 
produces  indol  from  pepton,  coagulates  and  acidifies  milk,  and  gro\^'s 
characteristically  upon  agar  and  potato.  It  differs  from  Bacillus  coli 
communis  in  that  it  produces  acid  and  gas  from  saccharose  as  well  as 
from  dextrose  and  lactose,  whereas  the  former  does  not  form  acid  or 
gas  from  saccharose.     » 


CHAPTER  XXVII 

BACILLI  OF  THE  COLON-TYPHOID-DYSENTERY  GROUP 

{CorUinuecl) 

THE   BACILLUS  OF  TTPHOID   FEVER 

(Bacillus  typhosiLSj  Bacilly^  typhi  abdominalis) 

Typhoid  fever,  because  of  its  wide  distribution  and  almost  con- 
stant presence  in  most  communities,  has  from  the  earliest  days  been  the 
subject  of  much  etiological  inquiry.  A  definite  conception  as  to  its 
infectiousness  and  transmission  from  case  to  case  was  formed  as  early 
as  1856  by  Budd.^ 

But  it  was  not  until  1880  that  Eberth  '  discovered  in  the  spleen  and 
mesenteric  glands  of  typhoid-fever  patients  who  had  come  to  autopsy, 
a  bacillus  which  we  now  know  to  be  the  cause  of  the  disease.  Final 
proof  of  such  an  etiological  connection  was  then  brought  by  GaflFky,' 
who  not  only  saw  the  bacteria  referred  to  by  Eberth,  but  succeeded  in 
obtaining  them  in  pure  culture  and  studying  their  growtl^  characteristics. 

Morphology  and  Staining. — The  typhoid  bacillus  is  a  short  rod  from 
1-3.5  At  in  length  with  a  varying  width  of  from  .5  to  .8  /*.  In  appear- 
ance it  has  nothing  absolutely  distinctive  which  could  serve  to  differen- 
tiate it  from  other  bacilli  of  the  typhoid-colon  group,  except  that  it  has 
a  general  tendency  to  greater  slenderness.  Its  ends  are  rounded  without 
ever  being  club-shaped.  Contrary  to  the  descriptions  of  the  earliest 
observers,  typhoid  bacilli  do  not  form  spores.  They  are  actively  motile 
and  have  twelve  or  more  flagella  peripherally  arranged. 

The  bacilli  stain  readily  with  the  usual  anilin  dyes.  Stained  by 
Gramas  method,  they  are  decolorized. 

Cultivation. — Bacillus  typhosus  is  easily  cultivated  upon  the  usual 
laboratory  media.  It  is  not  delicately  susceptible  to  reaction,  but  will 
grow  well  upon  media  moderately  alkaline  or  acid.  It  is  an  aerobic  and 
facultative  anaerobic  organism,  when  the  proper  nutriment  is  present. 
Upon  agar  plates  growth  appears  within  eighteen  to  twenty-four  hours 

»  Budd.  "  Intestinal  Fever,"  Lancet.  1856. 
2  Eberth,  Virch.  Archiv.  81,  1880,  and  83,  1881. 
»  Gaffky,  Mitt.  a.  d.  kais.  Gesundheitsamt,  2,  1884. 

399 


400 


PATHOGENIC  MICROORGANISMS 


as  small  grayish  colonies  at  first  tranapareDt,  later  opaque.  Upoo  agar 
slants  growth  takes  place  in  a  uniform  layer.  There  is  nothing  charac- 
teristic about  this  growth  to  aid  in  differentiation. 

In  broth,  the  typhoid  bacillus  grows  rapidly,  giving  rise  to  an  even 
clouding,  rarely  to  a  pellicle. 

Upon  gdatin,  the  typhoid  bacillus  grows  readily  and  does  not 
liquefy  the  medium.  In  stabs,  growth  takes  place  along  the  entire  extent 
of  the  stab  and  over  the  surface  of  the  gelatin  in  a  thin  layer.  In  gela- 
tin plates  the  growth  may  show  some  distinction  from  that  of  other  mem- 
bers of  this  group,  and  this  medium  was  formerly  much  used  for  isolation 


Ft.;.  8fi.— Bach 


of  the  bacillus  from  mixed  cultures.  Growth  appears  within  twenty- 
four  hours  us  small,  transparent,  oval,  round,  or  occasionally  leaf-shaped 
colonies  wliich  are  smaller,  more  deli<iite,  anil  more  transparent  than 
contemporarj'  colonie.4  of  the  colon  bacillus.  They  do  not,  however, 
show  any  reliable  differential  features  from  biicilli  of  the  dysentery' 
group.  As  the  colonies  grow  older  they  grow  heavier,  more  opaque,  and 
lose  much  of  tlieir  early  differential  value. 

On  potiilo  the  growth  of  typhoid  bacilli  is  distinctive,  and  this  medium 
was  recommemled  by  (laffky '  in  his  early  researches  for  purposes  of 

'  Oa^fky.  loc.  cil. 
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i<lentification.  On  it  typhoid  bacilli,  after  twenty-four  to  forty-eight 
hours,  produce  a  hardly  visible  growth,  evident  to  the  naked  eye 
only  by  a  slight  moist  glistening,  an  appearance  which  is  in  marked 
contrast  to  the  grayish-yellow  or  even  brown  and  abundant  growth 
of  the  colon  bacilli.  If  the  potato  medium  is  rendered  neutral  or 
alkaline,  this  distinction  disappears,  the  typhoid  bacillus  growing 
more  abundantly. 

In  milk,  typhoid  bacilli  do  not  produce  coagulation.  In  litmus-milk, 
during  the  first  twenty-four  hours,  the  color  is  changed  to  a  reddish  or 
violet  tinge  by  the  formation  of  acid  from  the  small  quantities  of  mono- 


.  87.— Bacillis  typhosus,  showing  flagella.    (After  Fritnkel  and  Pfeiffer.) 


Macchttricl  present.  Later  the  color  becomes  deep  blue  from  the  forma- 
tion of  alkali. 

In  Dunhum's  pepton  solution  no  indol  is  produced,  .\ccording  to 
Peckham,  however,  continuous  cultivation  in  rich  pepton  media  may 
lead  to  eventual  indol  formation  by  typhoid  bacilli.  This  fact  appears 
to  have  no  bearing  on  the  value  of  the  indol  test,  as  indol  is  never  formed 
under  the  usual  cultural  conditions. 

In  dextrose,  vmtin  t,  lactose,  and  saccharose  broth,  the  typhoid  bacil- 
lus produces  no  ga.-s.  -\  comparative  summary  of  the  action  of  other 
bacilli  of  this  group  in  these  sugar  media  will  be  given  in  the  final  dif- 
ferential table  on  page  443. 
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Tested  for  its  power  to  form  acid  from  sugars  commooly  used  in 
differential  testa,  typhoid  bacilli  give  the  followii^  reactions: 


Dextrose 
Levuiose 
GaJactoae 

Maimit 


Maltose 

Saccharose 
Dextrin 


In  the  Hiss  tube  medium  (see  section  on  Media,  page  133),  the 
typhoid  bacillus  within  eighteen  to  twenty-four  hours  produces  an  even 
cIou<ling  by  virtue  of  its  motility,  but  does  not  form  gas.  In  contradis- 
tinction to  this,  dysentery  bacilli  grow  only  along  the  line  of  inocula- 


■S. — Surface  Colony  of  Bacillus  typmobus 


(After  Heim.) 


tion,  while  bacilli  of  the  colon  group  move  in  irregular  sky-rocket-like 
figures  away  from  the  stab,  at  the  same  time  breaking  up  the  medium 
by  the  formation  of  gas-bubbles.  Some  actively  motile  colon  Imcilli 
cloud  the  medium,  but  the  ruptures  caused  by  the  gas  are  always 
evident. 

The  differentiation  of  the  typhoid  bacillus  in  pure  culture  from  similar 
microorganisms  by  means  of  its  growth  upon  media  has  been  the  sub- 
ject of  many  investigations.  It  is  neither  practicable  nor  desirable  to 
enumerate  all  the  various  media  which  have  been  devised  and  reported. 
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The  aim  has  been  chiefly  the  differentiation  of  typhoid  bacilli  from  the 
bacilli  of  the  colon  group,  and  most  of  the  media  have  been  devised  with 
this  end  in  view.    (See  section  on  Media.) 

Rothberger  *  has  devised  a  mixture  of  glucose  agar  to  which  is  added 
one  per  cent  of  a  saturated  aqueous  solution  of  neutral-red.  Shake-cul- 
tures or  stab-cultures  are  made  in  tubes  of  this  medium.  The  typhoid 
bacillus  causes  no  changes  in  it,  while  members  of  the  colon  group,  by 
reduction  of  the  neutral-red,  decolorize  the  medium  and  produce  gas  by 
fermentation  of  the  sugar. 

Utilizing  the  fact  that  bile-salts  are  precipitated  in  the  presence  of 
acids,  Macconkcy  devised  a  medium  composed  of  sodium  glycocholate, 
pepton,  lactose,  and  agar  (the  composition  of  this  medium  is  given  on 
page  138),  in  which  Bacillus  typhosus  grows  without  causing  much 
change,  but  distinct  clouding  results  from  the  growth  of  the  colon  bacillus 
which,  producing  acid  from  the  lactose,  causes  precipitation  of  the  bile- 
salts. 

On  Wurtz's  lactose-litmus-agar  (see  page  129)  the  typhoid  bacillus 
produces  no  acid,  but  eventually  deepens  the  purple  color  to  blue; 
the  colon  bacillus  produces  acid  and  in  stab-cultures  gas  bubbles  and 
the  color  changes  to  red. 

In  Barsiekow's  (see  page  139)  lactose-nutrose-litmus  mixture  the 
typhoid  bacillus  causes  no  change,  while  the  colon  bacillus  produces 
coagulation  and  an  acid  reaction. 

Especially  designed  for  the  isolation  of  typhoid  bacilli  from  the 
feces,  are  the  media  of  Drigalski  and  Conradi,  the  agar-gelatin  media 
of  Hiss,  the  medium  of  Hesse,  the  fuchsin  medium  of  Endo,  and  the 
malachite-green  media  of  LoeflSer,  and  others.  These  media  have  all 
been  described  in  detail  in  the  section  on  the  preparation  of  media,  pages 
133-138. 

Biological  GonsiderationB. — ^The  typhoid  bacillus  is  an  aerobic  and 
facultatively  anaerobic  organism  growing  well  both  in  the  presence  and  in 
the  absence  of  oxygen  when  certain  sugars  are  present,  showing  a  slight 
preference,  however,  for  well  aerated  conditions.  It  grows  most  luxu- 
riantly at  temperatures  about  37.5®  C,  but  continues  to  grow  within  a 
range  of  temperature  lying  between  15°  and  41°  C.  Its  thermal  death 
point,  according  to  Sternberg,  is  56°  C.  in  ten  minutes.  It  remains  alive 
in  artificial  cultures  for  several  months  or  even  years  if  moisture  is  sup- 
plied.    In  carefully  sealed  agar  tubes  Hiss  has  found  the  organisms 


»  Rothberger,  Cent.  f.  Bakt.,  xxiv,  1898. 
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alive  after  thirteen  years.  In  natural  waters  it  may  remain  alive  as 
long  as  thirty-six  days,  according  to  Klein/  In  ice,  according  to  Prud- 
dcn,^  it  may  remain  alive  for  three  months  or  over.  Against  the  ordi- 
nary disinfectants,  the  typhoid  bacillus  is  comparatively  more  resistant 
than  some  other  vegetative  forms.  It  is  killed,  however,  by  1  :  500 
bichlorid  or  five-per-cent  carbolic  acid  within  hvQ  minutes. 

Pathogenicity. — In  animals,  some  early  investigators  to  the  contrar>', 
typhoidal  infection  does  not  occur  spontaneously  and  artificial  inocula- 
tion with  the  typhoid  bacillus  does  not  produce  a  disease  analogous  to 
typhoid  fever  in  the  human  being.  Frankel  ^  was  able  to  produce  intes- 
tinal lesions  in  guinea-pigs  by  injection  of  the  bacilli  into  the  duodenum, 
and  recov(^red  the  bacteria  from  the  spleens  of  the  animals  after  death, 
but  the  disease  produced  was  in  no  other  respect  analogous  to  typhoid 
fever  in  the  human  being.  It  is  probable  that  typhoid  bacilli  injected 
into  animals  do  not  multiply  extensively  and  that  most  of  the  symp- 
toms produced  arc  due  to  the  endotoxins  liberated  from  the  dead  bac- 
teria. In  corroboration  of  this  view  is  the  observation  that  inoculation 
with  dead  cultures  is  followed  by  essentially  the  same  train  of  symp- 
toms as  inoculation  with  live  cultures.^  The  injection  of  large  doses  into 
rabbits  or  guinea-pigs  intravenously  or  intraperitoneally  is  usually 
followed  by  a  rapid  drop  in  temperature,  often  by  respiratory  em- 
barrassment and  diarrhea.  Occasionally  blood  may  be  present  in 
the  stools.  A('cording  to  the  size  of  the  dose  or  the  weight  of  the  ani- 
mal, death  may  ensue  within  a  few  hours,  or,  wuth  progressive  emacia- 
tion, after  a  number  of  days,  or  the  animal  may  gradually  recover. 
Welch  and  Bhichstein  *  have  shown  that  typhoid  bacilli  injected  into 
the  ear  vein  of  a  rabbit  appear  in  the  bile  and  may  persist  in  the  gall- 
bladder for  weeks.  Typhoid  bacilli  isolated  from  different  sources  may 
show  considerable  variations  in  virulence  and  toxicity. 

In  man  the  overwhelming  majority  of  typhoid  infections  take  the 
form  of  the  disease  clinically  known  as  typhoid  fever.  For  a  descrip- 
tion of  the  clinical  course  and  pathological  lesions  of  the  disease,  the 
reader  is  referred  to  the  standard  text-books  of  medicine  and  pathology. 
During  the  course  of  the  disease,  and  during  convalescence,  the  bacilli 
may  be  cultivated  from  the  circulating  blood,  the  rose  spots,  the  feces. 


'  Klein,  Med.  Officers'  Report.  Local  Govern.  Bd.,  London,  1894. 

2  Pnidden,  Me<l.  Rec,  1887. 

^Frankel,  Ont.  f.  klin.  Med.,  10,  1886. 

*P€tni8chky,  Zeit.  f.  Hyg.,  xii.  1S92. 

*  Welch  and  Blachstein,  Bull.  Johiiij  Hop.  Hosp.,  ii,  1891. 
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the  urine,  and  in  exceptional  cases  from  the  sputum.  At  autopsy  the 
bacilli  may  be  obtained  from  these  sources  as  well  as  from  the  lesions  in 
the  intestine,  the  spleen,  and  often  from  the  liver,  kidneys,  and  from  the 
gall-bladder. 

Typhoid  Bacilli  in  the  Blood  during  the  Disease, — The  investigations 
of  many  workers  have  shown  that  typhoid  bacilli  are  present  in  the 
circulating  blood  of  practically  all  patients  during  the  early  weeks  of  the 
disease.  Series  of  cases  have  been  studied  by  Castellani,*  Schottmuel- 
ler,^  and  many  others.  More  recently  Coleman  and  Buxton  ^  have 
reported  their  researches  upon  123  cases,  and  have  at  the  same  time 
analyzed  all  cases  previously  reported.  Their  analysis  of  blood  cultures 
taken  at  different  stages  in  the  disease  is  as  follows: 

Of  224  cases  during  first  week.  89  per  cent  were  positive. 
Of  484  cases  during  second  week,  73  per  cent  were  positive. 
Of  268  cases  during  third  week,  60  per  cent  were  positive. 
Of  103  cases  during  fourth  week,  38  per  cent  were  positive. 
Of    58  cases  after  fourth  week,  26  per  cent  were  positive. 

The  technique  recommended  by  Coleman  and  Buxton  for  obtaining 
blood  cultures  is  that  recommended  by  Conradi,*  slightly  modified.  The 
blood  is  taken  into  flasks  each  containing  about  20  c.c.  of  the  following 
mixture: 

Ox  bile 900  c.c. 

Glycerin 100  c.c. 

Pepton 20  grams. 

About  3  c.c.  of  blood  are  put  into  each  flask.  The  ox-bile,  besides 
preventing  coagulation,  may  possibly  neutralize  the  bactericidal  sub- 
stances present  in  the  drawn  blood.  The  flasks  are  incubated  for  eigh- 
teen to  twenty -four  hours,  at  the  end  of  which  time  streaks  ai*e  made 
upon  plates  of  lactose-litmus-agar  and  the  organisms  identified  by 
agglutination  or  by  cultural  tests. 

European  workers  have  generally  preferred  to  make  high  dilution  of 
the  blood  in  flasks  of  bouillon,  small  quantities  of  blood,  1  to  2  c.c,  l)eing 
mixed  with  100  to  150  c.c.  of  nutrient  broth. 

Epstein*  has  reported  excellent  result.s  from  mixing  the  blood  in 

'  CaMeUani,  Riforma  medica.  1900. 

^  SchoUmueller,  Deut.  mod.  Woch.,  xxxii.  1900,  and  Zeit.  f.  Hyg.,  xxxvi.  1901. 

» Coleman  and  Buxton,  Am.  Jour,  of  Menl.  Sci..  1.S3,  1907. 

*Conradx,  Deut.  me<l.  Woch..  xxxii.  1906. 

»  Epstein,  Proc.  N.  V.  Path.  Soc,  N.  S.,  vi.,  1900. 
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considerable  concentration  with  two-per-ceiit  glucose  agar  antL  pouring 
plates. 

The  writers  in  hospital  work  have  had  equally  good  results  with  the 
bile  medium  and  with  broth  in  flasks,  rather  less  uniform  but  still  satis- 
factory results  with  the  plating  method.  In  general  it  may  be  said  that 
any  one  of  these  methods  carried  out  with  reasonable  accuracy  may  be 
satisfactorily  employed. 

Typhoid  Bacilli  in  the  StooU. — The  examination  of  the  stools  for 
typhoid  bacilli  is  performed  for  diagnostic  purposes  chiefly  in  obscure 
cases.  It  may,  furthermore,  furnish  information  of  extreme  hygienic 
importance.      Thus    Drigalski '     and    Conradi     have     succeeded     in 


Fro. 


Deep  colonies 


IS  plate  medium. 


isolating  typhoid  bacilli  from  the  stools  of  ambulant  cases  so  mild  that 
they  were  not  clinically  suspected.  It  is  by  means  of  such  examins" 
tions  that  the  so-callwl  typhoid-carriers  arc  detected,  cases  which, 
though  perfectly  well  themselves,  may  be  a  means  of  spreading  the 
di.scHSf.  Such  ca-ses  have  been  known  to  harbor  the  bacilli  for  periods 
OS  long  as  several  years. 

The  examination  itself  is  fraught  with  great  difficulties,  owing  to 
the  preponderating  numlwrs  of  colon  hucilli  found  in  all  feces  and  the 
difficulty  of  isolating  the  typhoid  bacilli  from  such  mixtures. 

Reviewing  the  data  collected  by  a  number  of  investigators,  it 
seems  probable  that  the  bacilli  do  not  app<'ar  in  the  stools,  at  least  in 
'  Drii/aUki  and  Conradi,  Zeit.  t.  liyg.,  xxxix.  1902. 
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numbers  suffi<'ient  for  recognition,  much  before  the  middle  of  the  aec- 
imd  week,  or,  in  other  words,  as  pointed  out  by  Hiss,  about  the  time 
tliat  the  intestinal  lesions  are  well  advanced  and  ulceration  la  occur- 
ring. Thus  Wiltschour '  could  not  determine  their  presence  before  the 
tenth  day;  Redtenbacher,'  in  reviewing  the  statistics,  states  that  in  a 
majority  of  cases  the  bacilli  first  appear  toward  the  end  of  the  second 
week,  and  Horton-Smith  *  could  not  find  the  bacilU  before  tlie  eleventh 


Fig.  90, — Bacillus  Typhobijs.    Deep  colonies  in  Hiss  plate  mediii 


day.  Hiss,*  in  an  investigation  of  the  same  subject,  obtained  the  fol- 
lowing results: 

First  to  tenth  day,  inclusive,  twenty-eight  cases  examined;  typhoid 
bacilli  isolated  fnim  three;   percentage  of  positive  cases  10.7  per  cent. 

Eleventh  to  twentieth  day,  inclusive,  forty-four  cases  examined;  ty- 
jilifiid  bacilli  from  twenty-two;  percentage  of  positive  cases  50  per  cent. 

Twenty-first  day  to  convale-scence,  sixteen  cases  examined;  typhoid 

'  WiUachtmr.  Cent.  t.  Bakt.,  18i)0. 

I  HedlenbachcT,  Zcit.  f.  klin.  McU.,  xix,  1891. 

'  Ilojion-Smith,  Lancet,  May,  1899. 

'  //i>8,  MimI.  News,  May,  1901. 
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bacilli  isolated  from  thirteen;    percentage  of  positive  cases  81.2   per 
cent. 

The  difficulties  encountered  in  such  examinations  have  led  to  the 
development  of  a  large  number  of  methods.  The  first  method  which 
yielded  successful  results  was  that  of  Eisner/  who  employed  a  potato- 
extract  gelatin  containing  one  per  cent  of  potassium  iodid,  a  medium 
which  prevented  the  growth  of  many  intestinal  bacteria,  allowing  only 
colon,  typhoid,  and  a  few  others  to  develop.  This  medium  is  at  present 
rarely  used. 

Hiss  ^  has  employed  with  success  an  agar-gelatin  mixture  containing 
one  per  cent  of  glucose,  the  preparation  of  which  has  been  described  in 
detail  in  the  section  on  media.  The  actual  technique  of  the  test  is  as 
follows:  One  to  two  loopfuls  of  feces  are  transferred  to  a  tube  of  broth, 
making  the  broth  fairly  cloudy.  From  this  emulsion  five  or  six  plates 
are  made  by  transferring  in  series  one  to  five  loopfuls  of  the  emulsion 
to  tul>es  containing  the  melted  plate  medium,  and  then  pouring  the  con- 
tents of  these  tubes  into  Petri  dishes.  These  dishes,  after  the  medium 
has  hardened,  are  placed  in  an  incubator  at  37^  C,  and  allowed  to  re- 
main for  eighteen  to  twenty-four  hours,  when  they  are  ready  for  examina- 
tion. If  typhoid  bacilli  are  present  they  will  be  found  as  small,  usually 
glistening  colonies  with  a  fringe  of  threads  growing  out  like  flagella  from 
their  peripheries  (see  Figs.  90  and  91).  The  colonies  are  smaller  and 
quite  distinct  from  those  of  colon  bacilli,  which  are  heavier  and  darker 
and  do  not  display  the  fringing  threads.  Suspicious  colonies  may  l)e 
fished  and  transferred  to  the  Hiss  tube  medium  (see  page  133)  or  iden- 
tified bv  other  reliable  methods. 

A  method  which  has  been  found  useful,  especially  in  Europe, 
is  that  in  which  smears  of  diluted  feces  are  made  upon  largq  plates 
of  the  Conradi-Drigalski  medium.  (For  preparation  see  page  135.) 
The  principles  underlying  the  use  of  this  uKnlium  are  the  formation 
of  acid  from  the  lactose  bv  the  colon  bacilli  and  the  inhibition  of  cocci 
and  many  other  other  bacteria  by  the  cr>-stal-violet.  In  practice,  an 
emulsion  is  made  of  a  loopful  of  feces  in  a  tube  of  broth.  Into  this 
is  dipped  a  bent  glass  smearing  rod,  the  excess  of  fluid  is  allowed  to  drip 
off,  and  smears  are  made  upon  plates  of  the  niodiuni,  several  plates  being 
smeared  without  rodipping  the  rod.  Colonies  of  the  colon  bacillus  on 
these  plates  will  appear  opaque,  comparatively  large,  and  will  produce  an 

»  Eisner,  Zeit.  f.  Hyg.,  xxi,  IS95. 

^  Hiss,  Jour,  of  Exp.  Me<i.,  ii,  1897;    Med.  Neva's,  May,  1901;  and  Jour.  Med.  Res., 
N.  S..  iii.  1902. 
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acid  reaction  with  consequent  reddening  of  the  medium.  Typhoid  col- 
onies will  be  smaUer,  transparent,  and  without  acid  formation.  These 
colonies  are  fished  and  the  microorganiama  may  be  identified  by  agglu- 
tination or  by  stab  cultures  in  the  Hiaa  tube  medium. 

The  malachite-green  media  of  Loeffler  and  others  have  found  lees 
general  use  than  was  originally  expected,  because  of  the  difficulty 
in  obtaining  uniform  preparations  of  malachite-green.  Peabody  and 
Pratt '  have  applied  the  principle  of  colon-bacillus  inhibition  by  mala- 
chite-green, by  adding  this  dye  to  broth  in  the  manner  described  in 
the  section  on  media  (page  137),  planting  the  feces  directly  into  this 


Fio.  ! 


—Bacillus 


Colony  ID  HiBB  pUTe  medium,  highly  magnified. 


broth,  and,  after   incubation  for  several   hours,  making  smears  from 
these  tubes  upon  plates  of  the  Conradi-Drigalski  medium. 

Marked  success  has  been  reported  in  the  isolation  of  typhoid  bacilli 
from  the  feces  by  the  use  of  the  Endo  fuchsin-agar.  Emulsions  of  feces 
are  made  in  tubes  of  ordinary  broth  in  the  manner  described  in  the  Con- 
radi-Drigalski method,  and  smears  of  this  emulsion  are  made  upon 
plates  of  the  fuchain-agar  by  means  of  a  glass  smearing  rod.  The 
colonies  of  Bacillus  coli,  after  eighteen  or  more  hours  of  incubation,  will 
be  found  to  have  brought  back  a  deep  red  color  to  the  medium,  whereas 
the  typhoid  colonies  are  smaller,  more  transparent,  and  have  left  the 
medium  uncolored. 

■  Ptabody  and  Pratl.  BosUm  Mol.  anil  .Surg.  Jour.,  1V08. 
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In  all  cases  where  plates  are  prepared  from  broth  emulsions  of  feces, 
it  is  desirable  to  allow  the  emulsion  to  stand  at  incubator  temperature 
for  several  hours,  or,  better,  to  centrifugal ize  the  emulsion  and  then  allow 
it  to  stand  without  agitation.  Subsequent  removal  of  fluid  from  the 
upper  layers  of  the  medium  is  likely  to  bring  away  a  comparatively 
larger  numljer  of  the  motile  organisms. 

The  methods  of  isolating  typhoid  bacilli  given  above  do  not  ex- 
haust the  records  of  work  done  upon  this  problem.    Other  methods  have 


I  HisM  Platb  Mkdi™.     (Planted 
fiolii  the  small  thread -forming  tyiihoiJ  colonies.) 


been  devised,  but  those  givt^n  are  the  ones  most  generally  in  use.  It  is 
not  satisfactory  to  compare  any  two  of  these  methods  as  to  practical 
vahie,  since  all  of  them  require  a  considerable  amount  of  working  famil- 
iarity with  organisms  and  media.  In  fact,  it  may  l>e  said  that  all  of  the 
m(;tho<ls  given  ans  satisfactory  if  consistently  cmployecl  by  a  worker 
who  haH  become  thoroughly  accustom&l  to  the  peculiarities  and  varia- 
tions of  the  typhoid  colonies  upon  the  medium  with  which  he  is  working. 
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Typhoid  Bacilli  in  the  Urine. — Careful  investigation  by  a  numl^er  of 
workers  has  revealed  typhoid  bacilli  in  the  urine  in  about  twenty-five 
per  cent  of  all  patients.  Neumann*  discovered  the  bacilli  in  eleven  out 
of  forty-six  cases  and  Karlinski '  in  twenty-one  out  of  forty-four  cases. 
Investigations  by  Petruschy,'  Richardson,*  Horton-Smith,*  Hiss,*  and 
others  have  confirmed  these  results.  In  general  the  bacilli  have  not 
been  found  before  the  fifteenth  day  of  the  disease,  and  examination  of 
the  urine,  therefore,  can  be  of  little  early  diagnostic  value.  A  series  of 
seventy-five  cases  examined  by  Hiss  before  the  fourteenth  day  of  the 
disease  did  not  once  reveal  typhoid  bacilli  in  the  urine.  On  the  other 
hand,  they  have  been  found  to  be  present  for  weeks,  months,  and,  in 
isolated  cases,  for  years  after  convalescence,  the  examination  thus  hav- 
ing much  hygienic  importance.  They  are  probably  present  in  about 
twelve  per  cent  of  cases  during  the  early  days  of  convalescence.  In 
most  of  these  cases  where  typhoid  bacilli  are  found,  albumin  is  present 
in  the  urine  in  considerable  quantities.  The  bacilli  usually  appear  and 
disappear  with  the  albuminuria. 

It  is  not  infrequent  that  an  obstinate  cystitis  caused  by  typhoid  ba- 
cilli may  follow  in  the  path  of  typhoid  fever.  Such  cases  have  been  re- 
ported by  Blumer,^  Richardson,®  and  others.  Suppurative  processes  in 
the  kidneys  are  less  frequent.  It  is  noteworthy,  also,  that  in  the  course 
of,  and  following,  typhoid  fever  there  often  occurs  voiding  of  Bacillus 
coli  with  the  urine.  This  may  obstinately  persist  for  considerabe  periods 
after  convalescence.     The  reasons  for  this  are  not  entirely  clear. 

Typhoid  Bacilli  in  the  Gall-Bladder, — Typhoid  bacilli  have  bw^n 
frequently  observed  in  the  gall-bladder  at  autopsy.  They  have  also 
been  found  present  in  this  organ,  at  operations  for  cholecystitis,  months 
and  years  after  the  occurrence  of  typhoid  fever.  Miller  °  has  reported  a 
case  in  which  typhoid  bacilli  were  present  in  the  gall-bladder  seven 
years  after  the  disease;  v.  Dungem  *"  has  cultivated  them  from  un  in- 
flamed gall-bladder  fifteen  years   after   the  disease.     Zinsser   has  had 


»  Neumann,  Berl.  klin.  Woch.,  xxvii,  1890. 
^  Karlinsky,  Prag.  med.  Woch.,  xv,  1890. 
^  Petru8chy,  Cent.  f.  Hyg.,  xxiii,  1898. 

*  Richardson,  Jour.  Exp.  Med.,  3,  1898. 

*  Horton-Smith,  Lancet,  May,  1899. 
•Hiss,  Med.  News,  May.  1901. 

7  Blumer,  Johns  Hopkins  Hosp.  Reports,  5,  1895. 
^Richardson,  loc.  cit. 

»  Miller,  Johns  Hopkins  Hosp.  Bull.,  1898. 
»»i'.  Dungem,  MiUich.  med.  Woch.,  1897. 
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occasion  *  to  observe  aease  in  which  an  operation  for  gall-stone  seven- 
teen years  after  the  occurrence  of  typhoid  fever  revealed  the  pres- 
ence of  the  bacilli  in  the  gall-bladder.  In  such  cases  typhoid  bacilli 
may  be  constantly  discharged  from  the  intestine  with  the  feces  and  prove 
a  menace  to  the  health  of  the  community.  An  extremely  interesting 
example  of  such  a  typhoid  carrier  has  been  carefully  studied  and  re- 
ported by  Park.^ 

Typhoid  Bacilli  in  the  Rose  Spots, — A  number  of  observers  have 
succeeded  in  isolating  typhoid  bacilli  from  the  rose  spots.  Neufeld,'  who 
made  an  extensive  investigation  of  this  question,  obtained  positive 
results  in  thirteen  out  of  fourteen  cases.  According  to  his  researches 
and  those  of  Frankel/  the  bacilli  are  localized  not  in  the  blood,  which 
is  taken  when  the  rose  spots  are  incised,  but  are  crowded  in  large 
numbers  within  the  lymph  spaces. 

Typhoid  Bacilli  in  the  Sputum, — In  rare  cases  typhoid  bacilli  have 
been  found  in  the  sputum  of  cases  complicated  by  bronchitis,  broncho- 
pneumonia, and  pleurisy.  Such  cases  have  been  reported  by  Chantemesse 
and  Widal,*  Frankel,*  and  a  number  of  others.  Empyema,  when  it 
occurs  in  connection  with  such  cases,  is  usually  accompanied  by  a  mixed 
infection.  From  a  hygienic  point  of  view  the  spread  of  typhoid  fever 
by  means  of  the  sputum  must  be  considered,  but  is  probably  of  rare 
occurrence. 

Suppurative  Lesions  Due  to  Typhoid  Bacillus. — In  the  course  of  t3rphoid 
convalescence  or  during  the  latter  weeks  of  the  disease,  suppurative 
lesions  may  occur  in  various  parts  of  the  body.  The  most  frequent  locali- 
zation of  these  is  in  the  periosteum,  especially  of  the  long  bones,  and  in 
the  joints.  A  large  number  of  such  lesions  have  been  described  by  Welch, 
Richardson,^  and  others.  They  usually  take  the  form  of  periosteal  ab- 
scesses, often  located  upon  the  tibia,  occurring  either  late  in  the  disease 
or  even  months  after  convalescence,  and  are  characterized  by  ver>' 
severe  pain.  Osteomyelitis  may  also  occur,  but  is  comparatively  rare. 
Subcutaneous  abscesses  and  deep  abscesses  in  the  muscles,  due  to  this 
bacillus,  have  been  described  by  Pratt.**    Synovitis  may  also  occur. 

^Zinsser,  Proc.  N.  Y.  Pathol.  Soc.  1908. 

^Fark,  "  Pathogenic  Bacteria/'  N.  Y.,  1008. 

» Neufeld,  Zeit.  f.  Hyg..  xxx,  1899. 

<  Frdnkel,  Zeit.  f.  Hyg.,  xxxiv,  1900. 

^Chantemesse  and  Wuial,  Arch,  de  physiol.  norm,  vt  path.,  1887. 

•  Frdnkel,  Dent.  meil.  Woch.,  xv  and  xvi.  1899. 

'  Richardson,  Jour.  Boston  iSoc.  Med.  Sci..  5,  1900. 

•  Pratt,  Joiir.  Boston  Soc.  Med.  Sci.,  3,  1899. 
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Meningitis,  clue  to  the  typhoid  bacillus,  occurs  not  infreciuently, 
usually  during  convalescence  from  typhoid  fever.  A  case  of  primary 
typhoid  meningitis  has  been  reported  by  Famet/ 

Peritoneal  abscesses,  due  to  the  typhoid  bacillus,  have  been  re- 
ported. Zinsser '  has  reported  a  case  in  which  typhoid  bacilli  were 
found  free  in  the  peritoneal  cavity  during  typhoid  fever  without  per- 
foration of  the  gut. 

Isolated  instances  of  typhoid  bacilli  in  abscesses  of  the  thyroid  and 
parotid  glands  and  in  brain  abscesses  have  been  observed. 

Typhoid  Fever  without  Intefltinal  Lesions. — ^A  considerable  number 
of  cases  have  been  reported  in  which  typhoid  bacilli  have  been  isolated 
from  the  organs  after  death  or  from  the  secretions  during  life  of  pa- 
tients in  whom  the  characteristic  lesions  of  typhoid  fever  have  been  lack- 
ing. Most  of  these  cases  must  be  regarded  as  true  typhoid  septicemias. 
In  some  cases  the  bacilli  were  isolated  from  the  spleen,  liver,  or  kidneys; 
in  others,  from  the  urine  or  the  gall-bladder.  In  a  case  observed  by 
Zinsser  the  bacilli  were  isolated  from  an  infarct  of  the  kidney  removed 
by  operation.  In  this  case  the  clinical  course  of  the  disease  had  pointed 
only  toward  the  existence  of  an  indefinite  fever  accompanied  by  symp- 
tonfs  referable  to  the  kidneys.  The  Widal  test,  however,  was  positive. 
An  excellent  summary  of  such  cases,  together  with  several  personally 
observed,  has  been  given  by  Flexner.^ 

Hygienic  Oonsiderationfl. — Although  typhoid  fever  is  frequently 
spoken  of  as  an  epidemic  disease,  it  is,  more  truly,  endemic  in  character 
in  almost  all  parts  of  the  world,  but  subject  to  occasional  epidemic  ex- 
acerbations. In  the  larger  communities  of  the  temperate  zones  these 
epidemic  increases  take  place  chiefly  in  the  autumn  and,  unlike  epidemics 
of  diseases  such  as  influenza,  are  usually  distinctly  circumscribed — 
limited  usually  by  the  distribution  of  a  particular  wat^^r-supply. 

Since  the  disease  never  occurs  except  by  transmission,  directly  or 
indirectly,  from  a  previous  case,  it  is  amenable  more  than  most  other 
maladies  to  sanitary  n^gulation,  and  it  may  be  said  without  exaggera- 
tion, in  the  light  of  our  present  knowledge,  that  any  extensive  prevalence 
of  typhoid  fever  in  a  large  community  is  a  direct  consequence  of  some 
defect  in  the  system  of  sanitation.  The  disease  is  acquired  by  ingestion 
of  the  specific  bacteria.  Infection  by  any  other  channel  than  that  of  the 
alimentary  tract  has  not,  so  far,  been  satisfactorily  demonstrated. 

»  Farnet,  Bull,  de  la  soc.  m^.  des  h6p.  de  P.,  3,  1891. 
^Zinsser,  Proc.  N.  Y.  Path.  Soc,  1907. 
» Flexner,  Johns  Hopkkins  Rep  ,  5,  1890. 
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Prophylactic  measures  in  typhoid  fever,  therefore,  should  begin 
with  the  isolation  of  the  patient  and  the  disinfection  of  excreta,  dis- 
charges, linen,  and  all  utensils  which  have  been  in  contact  with  the 
patient.  The  bacilli  leave  the  body  chiefly  in  the  feces  and  the  urine 
and  the  dangers  of  contamination,  by  these  substances,  of  all  objects  in 
immediate  contact  with  the  patient  are  considerable.  Excreta  should 
therefore  be  either  mixed  with  boiling  water  or  chemically  disinfected, 
preferably  by  m(jans  of  thoroughly  mixing  with  carbolic  acid,  lysol,  or  a 
solution  of  freshly  slaked  lime,  and,  if  possible,  destroyed  by  burning. 
Linen,  tableware*,  and  eating  utensils  should  be  soaked  in  similar 
solutions  and  boiled.  The  observance  of  such  measures,  furthermore, 
should  not  be  discontinued  until  bacteriological  examination  has 
d<»monstrated  the  absence  of  the  bacilli  from  feces  and  urine.  Disre- 
gard of  this  last  precaution  may  well  be  one  of  the  main  causes  of  the 
endemic  persistence  of  the  disease  in  large  cities — especially  considered 
in  the  light  of  our  recent  knowledge  of  "typhoid  carriers*'  in  whom 
chronic  infection  of  the  gall-bladder  leads  to  the  discharge  of  the  bacilli 
in  the  feces  for  months  and  even  years  after  the  cessation  of  symptoms. 

It  can  hardly  be  doubted,  at  the  present  day,  that  typhoid  fever,  in 
the  large  majority  of  cases,  is  transmitted  by  the  agency  of  water.  In 
an  analysis  of  six  hundred  and  fifty  typhoid  epidemics  Schiider  ^  found 
four  hundred  and  sixty -two  reported,  upon  reasonable  evidence,  as  orig- 
inating from  water.  The  technical  difficulties  attending  the  isolation 
of  typhoid  bacilli  from  contaminated  water  have  prevented  actual 
bacteriological  proof  in  most  epidemics;  nevertheless,  indirect  evi- 
dence of  pollution  of  the  suspected  water-supply,  correspondence  of  the 
distribution  of  this  supply  with  that  of  the  disease,  and  reduction  of 
typhoid  morbidity  upon  the  substitution  of  an  uncontaminated  supply 
are  sufficiently  convincing  to  remove  reasonable  doubt.  Added  to  this  i^ 
our  knowledge,  from  the  experiments  of  Jordan,  Russell,  and  Zoit '  and 
others,  that  typhoid  bacilli  may  remain  alive  in  natural  watt^rs  for  as 
long  as  five  days.  That  the  bacilli  may  survive  freezing  for  as  long  as 
three  months  has  been  demonstrated  by  Prudden,  and  dangers  of  in- 
fection from  this  source  are  therefore  considerable. 

Next  to  water,  the  most  important  source  of  typhoid  fever  is  found 
in  contaminated  milk.  In  the  statistical  summar>'  by  Schiider,*  quoted 
above,  one  hundred  and  ten  of  the  four  hundred  and  sixty  epidemics 

^Schiider,  Zeit.  f.  Hyg.,  xxxviii,  1901. 

^Jordan,  RuaseU,  and  Zeit,  Jour,  of  Inf.  Dis.,  1,  1904. 

*  Schiider  J  loc.  cit. 
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recorded,  were  attributable  to  milk.  Actual  discovery  of  Bacillus  ty- 
phosus in  milk  by  Vaughan,  Conradi,  and  others  has  been  discussed  in 
another  section  (see  page  685).  The  fact  that  this  bacillus  causes  no 
visible  modifications  in  milk  makes  this  source  especially  insidious. 
When  contamination  of  milk  has  occurred,  it  has  often  been  traceable 
to  the  water  used  in  washing  the  cans  or  to  attendants  employed  at 
the  dairies,  who  had  been  in  contact  with  typhoid  cases,  or  who  are 
convalescing  from,  or  actually  suffering  from,  the  infection  them- 
selves. 

Excluding  water  and  milk,  all  remaining  causes  of  typhoid  dissemi- 
nation constitute  about  twelve  per  cent  and  are  found  chiefly  in  the 
use  of  vegetables  contaminated  from  infected  soil,  and  other  food  prod- 
ucts. Recently  Conn  has  called  attention  to  the  fact  that  oysters 
grown  in  waters  close  to  sewage  discharges  may  be  the  means  of  typhoid 
transmission.  An  epidemic  occurring  at  Wellesley  College  was  at- 
tributed by  him  to  this  cause.  Experiments  by  Foote '  have  actually 
demonstrated  that  typhoid  bacilli  may  be  found  alive  within  oysters 
for  three  weeks  or  more  after  they  have  disappeared  from  the  sur- 
rounding water. 

Indirect  contamination  of  food  and  water  by  the  intermediation  of 
flies  and  other  insects  has  been  emphasized  by  Veeder '  as  one  of  the 
methods  of  typhoid  transmission.  This  observer  called  attention  to 
the  fact  that  in  camps  during  the  Spanish- American  War  flies  in  large 
numbers  traveled  to  and  fro  between  the  sinks  and  the  cook-tents,  and 
it  is  not  unlikely  that  at  least  some  of  the  typhoid  fever  occurring  at 
that  time  may  have  been  caused  in  this  way. 

Poisons  of  the  Typhoid  Badilus. — ^The  investigation  of  the  toxic 
products  of  the  typhoid  bacillus  has  occupied  the  attention  of  a  large 
number  of  workers.  The  first  to  do  experimental  work  upon  the  sub- 
ject was  Brieger  *  soon  after  the  discovery  and  cultivation  of  the  micro- 
organism. That  toxic  substances  can  be  obtained  from  typhoid  cultures 
is  beyond  question.  There  is,  however,  a  definite  difference  of  opinion 
as  to  whether  these  poisons  are  so-called  endotoxins  only,  or  whether 
they  are  in  part  composed  of  soluble  toxins  comparable  to  those  of 
diphtheria  and  tetanus,  following  the  injection  of  which  antitoxic  sub- 
stances may  be  formed. 

The  evidence  so  far  seems  to  bear  out  the  original  contention  of 


1  Conn,  Med.  Record,  Dec,  1894.  » Foote,  Med.  News,  1895. 

«  Veeder,  Med.  Record,  45, 1898.  *  Brieger,  Deut.  med.  Woeh.,  xxvii,  1902. 
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Pfeiffer/  who  first  advanced  the  opinion  that  the  poisonous  substances 
are  products  of  the  bacterial  body  set  free  by  destruction  of  the  bacteria 
by  the  lytic  substances  of  the  invaded  animal  or  human  being.  These 
poisons,  when  injected  into  animals  for  purposes  of  immunization,  in 
Pfeiffer's  experiments,  did  not  incite  the  production  of  neutralizing  or 
antitoxic  bodies,  but  of  bactericidal  and  lytic  substances.  That  these 
endotoxins  constitute  by  far  the  greater  part  of  the  toxic  products  of 
the  typhoid  bacillus  can  be  easily  demonstrated  in  the  laboratory,  by 
the  simple  experiment  of  filtering  a  young  typhoid  culture  (eight  or 
nine  days  old)  and  injecting  into  separate  animals  the  residue  of  bacilli 
and  the  clear  filtrate  respectively.  In  such  an  experiment  there  will  be 
little  question  as  to  the  overwhelmingly  greater  toxicity  of  the  bacillar}' 
bodies  as  compared  with  that  of  the  culture  filtrate.  On  the  other 
hand,  if  such  cultures,  especially  in  alkaline  media,  are  allowed  to 
stand  for  several  months  and  the  bacilli  thus  thoroughly  extracted  by 
the  broth,  the  toxicity  of  the  filtrate  is  found  to  be  greatly  increase<l. 

Nevertheless,  more  recent  experiments  by  Besredka,*  Macfadyen,' 
Kraus  and  Stenitzer,^  and  others  have  tended  to  show  that,  together 
with  such  cndotoxic  substances,  typhoid  bacilli  may  produce  a  true 
toxin  which  is  not  only  obtainable  by  proper  methods  from  compara- 
tively young  typhoid  cultures,  but  which  fulfils  the  necessary  require- 
ment of  this  class  of  poisons  by  producing  in  treated  animals  a  true 
antitoxic  neutralizing  body. 

The  typhoid  endotoxins  may  be  obtained  by  a  variety  of  methods. 
Hahn*^  has  obtained  what  he  calls  "  typhoplasmin  "  by  subjecting  them 
to  a  pressure  of  about  four  hundred  atmospheres  in  a  Buchner  press. 
The  cell  juices  so  obtained  aix'  cleared  by  filtration.  Macfadyen  has 
obtained  typhoid  endotoxins  by  triturating  the  bacilli  after  freezing 
them  with  liquid  air  and  extracting  in  1  :  1,(K)0  potassium  hydrate. 
Besredka  obtained  toxic  substances  by  emulsifying  agar  cultures  of 
bacilli  in  salt  solution,  sterilizing  them  !)y  heating  to  60°  C.  for  about 
one  hour,  and  dr}4ng  in  vacuo.  The  dried  bacillary  mass  was  then 
ground  in  a  mortar  and  washed  in  sterile  salt  sohition  which  was 
again  heated  to  60°  C.  for  tw^o  hours.    The  remnants  of  the  bacterial 


»  Pfeiffer,  Deut.  med.Woch..  xlviii,  1894;  Pfciffer  unci  KoUe,  Zeit.  f.  Hyg.,  xxi,  1896. 
»  Besr&ika,  Ann.  de  I'inst.  Pasteur.  1895.  1890. 

*  Macfadyen  and   Rowland,  Cent.  f.  Bakt.,  I,  xxx.  1901;    Macfadyen^   Cent.  f. 
Bakt.,  I,  1906. 

*  Kraus  und  Steniizer,  Quot<»d  from  "  Handb.d.  Tech. ."etc.,  1,  Fischer,  Jena,  1907. 

*  Hahn,  Miinch.  ine^l.  Woch.,  xxiii,  1906. 
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bodies  settle  out  and  the  slightly  turbid  supernatant  fluid  contains  the 
toxic  substances. 

Vaughan  ^  has  obtained  poisons  from  typhoid  bacilli  by  extracting 
at  78°  C.  with  a  two-per-cent  solution  of  sodium  hydrate  in  absolute 
alcohol.  In  this  way  he  claims  to  separate  by  hydrolysis  a  poisonous 
and  a  non-poisonous  fraction.  He  claims,  moreover,  that  this  poison- 
ous fraction  is  similar  to  the  poisons  obtained  in  the  same  way  from 
Bacillus  coli  and  the  tubercle  bacillus,  and  other  proteid  substances, 
believing  that  the  specific  nature  of  such  proteids  depends  upon  the 
non-toxic  fraction. 

A  simple  method  of  obtaining  toxins  from  typhoid  bacilli  is  carried 
out  by  cultivating  the  microorganisms  in  meat-infusion  broth,  rendered 
alkaline  with  sodium  hydrate  to  the  extent  of  about  one  per  cent. 
The  cultures  arc  allowed  to  grow  for  two  or  three  weeks  and  then  steril- 
ized by  heating  to  60°  C.  for  one  hour,  and  allowed  to  stand  for  three 
or  four  weeks  at  room  temperature.  At  the  end  of  this  time  the  cul- 
tun\s  may  be  filtered  through  a  Berkefeld  or  Pasteur-Chamberland  filter 
and  will  be  found  to  contain  strong  toxic  substances. 

The  accounts  concerning  the  thermostability  of  the  various  toxins 
obtained  are  considerably  at  variance.  In  general,  corresponding  with 
other  endotoxins,  observers  agree  in  considering  them  moderately  re- 
sistant to  heat,  rarely  being  destroyed  at  temperatures  below  70°  C. 

Intravenous  inoculation  of  rabbits  with  typhoid  endotoxins,  if  in 
sufficient  quantity,  produces,  usually  within  a  few  hours,  a  very  marked 
drop  in  temperature,  diarrhea,  respiratory  embarrassment,  and  death. 
If  given  in  smaller  doses  or  by  other  methods  of  inoculation — 
subcutaneous  or  intraperitoneal — rabbits  are  rendered  extremely  ill, 
with  a  primary  drop  in  temperature,  but  may  live  for  a  week  or  ten  days, 
and  die  with  marked  progressive  emaciation,  or  may  survive.  Guinea- 
pigs  and  mice  arc  susceptible  to  the  endotoxins,  though  somewhat 
less  so  than  rabbits. 

Immunity  in  Typhoid  Fever. — As  a  rule,  one  attack  of  typhoid  fever 
protects  against  subsequent  ones.  Although  exceptions  to  this  rule 
may  occur,  they  are  so  rare  that  the  history  of  a  previous  attack  of  this 
disease  practically  excludes  its  consideration  in  the  diagnosis  of  any 
obscure  condition. 

Animals  may  he  actively  immunized  by  the  injection  of  typhoid 
bacilli  in  gradually  increasing  doses.     In  actual  practice,  this  is  best 


1  Vaughan,  Am.  Jour,  of  Med.  Sci.,  136,  No.  3, 1908. 
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accomplished  by  beginning  with  an  injection  of  about  1  c.e.  of  broth 
culture  heated  for  ten  minutes  at  60°  in  order  to  kill  the  bacilli.  After 
five  or  six  days,  a  second  injection  of  a  larger  dose  of  dead  bacilli  is 
administered;  at  similar  intervals,  gradually  increasing  doses  of  dead 
bacilli  are  given  and  finally  considerable  quantities  of  a  living  and  fully 
virulent  culture  may  be  injected  without  serious  consequences  to  the 
animal.  While  this  method  is  convenient  and  usually  successful,  it 
is  also  possible  to  obtain  satisfactory  immunization  by  beginning  with 
very  small  doses  of  living  microorganisms,  according  to  the  early 
method  of  Chantemesse  and  Widal/  and  others. 

Such  active  immunization,  successfully  carried  out  upon  rabbits  and 
guinea-pigs,  within  a  short  time  after  the  discovery  of  the  typhoid  bacil- 
lus, was  believed  to  depend  upon  the  development  of  antitoxic  sub- 
stances in  immunized  animals.  This  point  of  view,  however,  was  not 
long  tenable,  and  was  definitely  disproven  by  the  investigations  of  Pfeif- 
fer  and  Kolle  ^  in  1896.  These  investigators,  as  well  as  a  large  number  of 
others  workhig  subsequently,  have  shown  satisfactorily  that  there  are 
present  in  the  blood  serum  of  typhoid-immune  animals  and  human 
beings,  bacteriolytic,  bactericidal,  and  agglutinating  substances,  and  to 
a  lesser  extent,  precipitating  and  opsonic  bodies. 

Bactericidal  and  Bacteriolytic  Substunces. — The  bacteriolytic  sub- 
stances in  typhoid-immune  serum  may  be  demonstrated  either  by  the 
intraperitoneal  technique  of  Pfeiffer  or  in  intro.  In  the  former  experi- 
ment a  small  quantity  of  a  fresh  culture  of  typhoid  bacilli  is  mixed 
with  the  diluted  immune  serum  and  the  emulsion  injected  into  the 
peritoneal  cavity  of  a  guinea-pig.  Removal  of  i>eritoneal  exudat<?  with 
a  capillary  pipette  and  examination  in  the  hanging  drop  will  reveal, 
within  a  short  time,  a  swelling  and  granulation  of  the  bacteria — the 
so-called  Pfeiffer  phenomenon.  The  test  in  mtro,  as  recommended  by 
Stem  and  Kort^,^  may  Ix)  carried  out  by  adding  definite  quantities  of 
a  fresh  agar  culture  of  typhoid  bacilli  to  progressively  increasing  dilu- 
tions of  inactivated  immune  seiiim  together  with  definite  quantities  of 
complement  in  the  foiin  of  fresh  normal  rabbit  or  guinea-pig  serum. 
At  the  end  of  several  hours'  incubation  at  37.5°  C.  definite  quantities 
of  the  fluid  from  the  various  tubes  are  inoculated  into  melted  agar 
and  plates  are  poured  to  determine  the  bactericidal  action.  Careful 
colony  counting  in  these  plates  and  comparison  with  proper  controls 

>  Chantemesse  and  Widal,  Ann.  de  I'inst.  Pasteur,  1892. 
»  Pfeiffer  und  KolU,  Zeit.  f.  Hyg..  xxi.  1896. 
*Siem  und  KoHe,  Berl.  klin.  Woch.,  x.,  1904. 
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will  not  only  definitely  demonstrate  the  presence  of  bactericidal  sub- 
stances in  the  immune  serum,  but  will  furnish  a  reasonably  accurate 
quantitative  estnnation.     (For  these  tests  see  p.  255.) 

Although  normal  human  serum  contains  in  small  quantity  substances 
bactericidal  to  typhoid  bacilli,  moderate  dilution,  1  :  10  or  1  :  20,  of  such 
serum  will  usually  suflSce  to  eliminate  any  appreciable  bactericidal  action. 
The  bactericidal  powers  of  immune  serum,  on  the  other  hand,  are  often 
active,  according  to  Stem  and  Korte,  in  dilutions  of  over  1  :  4,000  and  in 
one  case  even  of  1  :  4,000,000.  The  specificity  of  such  reactions  gives 
them  a  considerable  degree  of  practical  value,  both  in  the  biological 
identification  of  a  suspected  typhoid  bacillus  in  known  serum  and  in  the 
diagnosis  of  typhoid  fever  in  the  human  patient  by  the  action  of  the 
patient's  scrum  on  known  typhoid  bacilli.  In  the  publication  of  Stem 
and  Korte,  quoted  above,  it  was  found  that  typhoid  patients  during  the 
second  week  often  possess  a  bactericidal  power  exceeding  1  :  1,000, 
whereas  the  blood  of  normal  human  beings  was  rarely  active  in  dilu- 
tions exceeding  1  :  50  or  1  :  100.  While  scientifically  accurate,  the  prac- 
tical application  of  bactericidal  determinations  for  diagnosis  presents 
considerable  technical  difficulties,  and  gives  way  to  the  no  less  accurate 
method  of  agglutination. 

Agglutinins. — Agglutinins  are  formed  in  animals  and  man  inoculated 
with  t>T)hoid  bacilli,  and  in  the  course  of  typhoid  fever.  It  was,  in  fact, 
while  studying  the  typhoid  bacillus  that  the  agglutinins  were  first  dis- 
covered by  Gruber  and  Durham. 

In  animals,  by  careful  immunization,  specific  typhoid  agglutinins 
may  easily  be  produced  in  sufficient  quantity  to  be  active  in  dilution 
of  1  :  10,000,  and  occasionally  even  1  :  50,000  or  over.  In  the  blood 
of  typhoid  patients,  the  agglutinins  may  often  be  found  in  dilu- 
tions of  1  :  100  and  over.  It  is  interesting  to  note  that  irrespec- 
tive of  the  agglutinin  contents  of  any  given  serum,  there  may 
occasionally  be  noted  differences  in  the  agglutinability  of  various 
typhoid  cultures,  a  point  which  is  practically  important  in  the  choice 
of  a  typhoid  culture  for  routine  diagnosis  work.  Weeny  *  has 
called  attention  to  the  fact  that  bacilli  which  do  not  readily  agglutinate 
when  directly  cultivated  from  the  body,  may  often  be  rendered  more 
sensitive  to  this  reaction  by  several  generations  of  cultivation  upon 
artificial  media.    Walker  has  noted  ^  a  loss  of  agglutinability  if  the  bacilli 


»  Weeny,  Brit.  Mwl.  Jour.,  1889. 

3  Walker,  Jour,  of  Path,  and  Bact.,  1892;   Totsuka,  Zeit.  f.  Hyg.,  xlv,  1903. 
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arc  cultivated  in  immune  serum.  A  similar  alteration  in  the  agglutin- 
ability  of  typhoid  bacilli  was  noted  by  Eisenberg  and  Volk  *  when  they 
subjected  the  microorganism  to  moderate  heat  or  to  weak  acids  such  as 
5fHCl. 

The  practical  application  of  agglutination  to  bacteriological  work  is 
found,  as  in  the  case  of  the  bactericidal  substances,  in  the  identification 
of  suspected  typhoid  bacilli,  and  in  the  diagnosis  of  typhoid  fever. 

When  it  is  desired  to  determine  by  means  of  agglutination  whether 
or  not  a  given  bacillus  is  a  typhoid  bacillus,  mixtures  may  be  made 
of  young  broth  cultures,  or  preferably  of  emulsions  of  young  agar  cul- 
tures in  salt  solution,  with  dilutions  of  immune  serum.  The  tests  are 
made  microscopically  in  the  hanging-drop  preparation  or,  preferably, 
macroscopically  in  small  test  tubes.  In  all  cases  it  is  desirable  first  to 
deteniiine  the  agglutinating  power  of  the  serum  when  tested  against 
a  known  ty])hoid  cultui*e.  (For  detailed  technique,  sec  chapter  on 
Technique  of  Serum  Reactions,  p.  250.) 

In  scientific  investigations,  specific  agglutinations  in  high  dilutions 
of  inmiune  serum  (jonstitute  v(»ry  strong  proof  of  the  species  of  the  micro- 
organism and  may  often  furnish  much  information  as  to  the  biological 
n^lationships  between  similar  species.  It  is  found  in  immunizing  ani- 
mals with  any  given  strain  of  typhoid  bacilli,  that  there  are  fomieil 
the  ** chief  or  "major"  agglutinins  which  are  specific  and  active 
against  the  species  used  in  immunization,  and  the  "group"  or  **  minor  " 
agglutinins,  active  also  against  closely  related  microorganisms.  The 
following  (extract  from  a  table  will  serve  to  illustrate  this  point  in  the 
case  of  typhoid  and  allied  bacilli. 


B.  typh 

B.  i)aratyp]i.  (Schottfiuiller) 

B.  cnteritidis 

B.  coli  comiiiuniH 


Highly  lininuiMj  Typhoid  Scrum. 


1  :  1(H) 


1  :  250 


1  :  500 


1  :  1,000 


1  : 2.5(MI 


+ 


The  sera  of  most  adult  normal  animals  and  human  beings  usually 
contain  a  small  amount  of  agglutinin  for  these  bacilli.  Immuniza- 
tion with  the  typhoid  bacillus,  while  increasing  chiefly  the  agglutinin 

'  Kiscnhcrg  und  Volk,  Zeit.  f.  Ilyg..  xlv.  1903. 
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for  this  bacillus  itself,  also  to  a  slighter  extent  increases  the  group  ag- 
glutinins for  other  closely  allied  species.  That  these  group  agglutinins 
are  separate  substances  and  not  merely  a  weaker  manifestation  of  the 
action  of  the  typhoid  agglutinin  itscilf  upon  these  other  microorganisms, 
may  be  demonstrated  by  the  experiments  of  agglutinin  absorption. 
(See  section  on  Agglutinins,  page  234.) 

Immune  serum  obtained  by  immunization  with  one  particular  ty- 
phoid culture  usually  agglutinates  this  culture  in  higher  dilutions  than 
it  will  agglutinate  other  typhoid  strains.  This  has  been  noticed  in  a 
large  number  of  investigations,  but  is  not  always  the  case. 

In  the  clinical  diagnosis  of  typhoid  fever,  the  phenomenon  of  agglu- 
tination was  first  utilized  by  Widal.^  This  observer  called  attention  to 
the  fact  that  during  the  last  part  of  the  first  or  the  earlier  days  of  the 
second  week  of  typhoid  fever,  as  well  as  later  in  the  disease  and  in  con- 
valescence, the  blood  serum  of  patients  would  cause  agglutination  of 
typhoid  bacilli  in  dilutions  of  1  :  10,  or  over,  whereas  the  serum  of 
normal  individuals  usually  exerted  no  such  influence.  Upon  this  basis 
he  recommended,  for  the  diagnosis  of  the  diseiusc,  the  employment  of  a 
microscopic  agglutination  test  carried  out  by  the  usual  hanging-drop 
technique.  The  reaction  of  Widal  is,  at  present,  widely  depended  upon 
for  diagnostic  purposes  and  although  not  universally  successful,  owing 
to  irregularities  in  agglutinin  formation  in  some  patients,  and  because  of 
differences  in  agglutinability  of  the  cultures  employed,  it  is  nevertheless 
of  much  value.  The  original  conclusions  as  to  the  dilutions  of  the 
serum  which  must  be  employed,  have,  however,  necessarily  been  modi- 
fied. Owing  to  the  fact  that  Gruber,^  Stern,^  Friinkel,*  and  a  number  of 
others  have  found  that  occasionally  nonnal  serum  will  give  risc^  to  ag- 
glutination of  typhoid  bacilli  in  dilutions  exceeding  1  :  10,  it  has  lx?en 
found  necessary',  whenev(T  making  a  diagnostics  test,  to  make  several 
dilutions,  the  ones  most  commonly  employed  b(ung  1  :  20,  1  :  40,  1  :  (50, 
and  1  :  SO.  The  wide  application  of  th(»  method  has  given  rise*  to  the 
d(»velopm(»nt  of  a  numlxT  of  technical  proccnlures,  all  of  them  devised 
with  a  vi(»w  toward  simj^lification.  In  ordinary  hospital  work,  it  is  most 
conveni(»nt  to  korp  on  hand  upon  slant  agar,  a  stock  typhoid  culture,  the 
agglutinal)ility  of  which  is  well  known.     From  this  stock  culture,  fresh 

«  Widal,  Hull.  (\o  la  soc.  m6d.  des  hopit.,  vi,  18%;    Widal  et  Stcard,  Ann.  de 
rinst.  Pasteur,  xi.  1S97. 

^Gruher,  Verliand.  Conpr.  f.  inn.  Med.,  Wiesbaden,  1896. 
^ Stern,  Cent.  f.  inn.  Me<l..  xlix,  1896. 
*  Frankel,  Dent.  mod.  Wocli.,  ii,  1897. 
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inoculations  upon  neutral  bouillon  should  be  made  each  day,  so  that  a 
young  broth  culture  may  always  Ixj  on  hand  to  furnish  actively  motile, 
evenly  distributed  bacteria.  These  bouillon  cultures  may  be  grown 
for  from  six  to  eight  hours  at  incubator  temperature  or  for  from  twelve 
to  eighteen  hours  at  room  temperature.  The  temperatures  at  which 
the  broth  cultures  are  kept  must  depend,  to  a  certain  extent,  upon  the 
peculiarities  of  the  typhoid  bacillus  employed,  since  some  strains  art* 
rather  more  actively  motile  and  furnish  a  more  suitable  emulsion  if  kept 
at  a  temperature  lower  than  37.5°  C.  A  false  clumping  in  the  broth 
cultures  due  to  a  too  high  acidity  of  the  bouillon  or  a  too  prolonged 
incubation,  must  be  carefully  guarded  against.  It  is  also  possible  to 
use  for  this  test  an  emulsion  of  typhoid  bacilli  prepared  by  rubbing  up  a 
small  quantity  of  a  young  agar  culture  in  salt  solution.  Uniformity 
in  the  preparation  of  broth  cultures  or  of  emulsions  should  be  obser\''ed, 
since  the  quantitative  relationship  between  typhoid  bacilli  and  agglu- 
tinins will  markedly  affect  the  complet<)n(»8s  or  incompleteness  of  the 
reaction.  In  high  dilutions  an  excess  of  typhoid  bacilli  may  bring  about 
complete  absorption  of  all  the  agglutinins  present,  without  agglutinat- 
ing all  the  microorganisms. 

The  blood  of  the  patient  to  be  used  for  a  Widal  test  may  be  obtained 
in  a  number  of  ways.  The  most  convenient  method  is  to  bleed  the  pa- 
tient from  the  ear  or  finger  into  a  small  glass  capsule,  in  the  form  of  that 
used  in  obtaining  blood  for  the  opsonin  test,  or  into  a  small  centrifuge 
tube.  About  0.5  to  1  c.c.  is  amply  sufficient.  These  capsules  or  tubes, 
after  clotting  of  the  blood,  may  be  placed  in  the  centrifuge  which  in  a 
few  revolutions  will  separate  clear  serum  from  clot.  The  dilutions  of 
the  serum  arc  then  made.  It  is  best  to  use  sterile  physiological  salt  solu- 
tion as  a  diluent,  but  neutral  broth  may  be  used.  The  dilutions  may  l)e 
made  either  by  means  of  an  ordinary'  l)lood-counting  pipette  or  by  means 
of  a  capillary  pipette  upon  which  a  mark  with  a  greiuse  pencil,  made 
about  an  inch  from  the  tip,  furnishes  a  unit  of  mea.sui"e,  and  upon 
which  suction  is  made  by  means  of  a  rubber  nii)ple.  It  is  convenient 
to  have  at  hand  a  small  porcelain  palette  such  as  that  used  by  painters, 
in  wliich  the  vaiious  cup-like  impressions  may  ])e  utilized  to  contain  the 
various  dilutions.  Dilutions  of  the  serum  iuv  made,  ranging  from  1  :  10 
to  1  :  50.  A  drop  of  each  of  these  dilutions  is  mix(Hl  with  a  drop  of  the 
typhoid  culture  or  emulsion  upon  the  center  of  a  cover-slip  and  the  cover- 
slip  inverted  over  a  hollow-  slide.  A  control  with  normal  serum  and 
the  same  culture  should  always  lx»  made*  and  also  one  with  the  culture 
alone  to  exclude  the  possibility  of  spontaneous  clumping.     Mixture 
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with  the  typhoid  culture,  of  course,  each  time  doubles  the  dilutions 
so  that,  for  instance,  a  drop  of  seixim  dilution  1  :  10,  plus  a  drop  of 
the  typhoid  culture,  gives  the  final  dilution  of  1  :  20.  The  prepara- 
tions may  be  examined  with  a  high  power  dry  lens  or  an  oil  im- 
mersion lens.  In  a  positive  reaction,  the  bacilli,  which  at  first  swim 
about  actively,  singly  or  in  short  chains,  soon  begin  to  gather  in  small 
groups  and  lose  much  of  their  activity.  Within  one-half  to  one  hour, 
they  will  be  gathered  in  dense  clumps  between  which  the  fluid  is  clear 
and  fi-c^e  from  bacteria,  and  only  upon  the  edges  of  the  agglutinated 
masses  may  slight  motility  be  observed.  The  degree  of  dilution  and 
the  time  of  exposure  at  which  such  a  reaction  may  be  regarded  as  of 
specific  diagnostic  value,  have  been  largely  a  matter  of  empirical  de- 
termination. It  is  generally  accepted  at  present  that  complete  agglu- 
tination within  one  hour  in  dilutions  from  1  :  40  to  1  :  60  is  definite 
proof  of  the  existence  of  typhoid  infection.  Exceptions,  however,  to 
this  rule  may  occur.  Agglutinations  of  typhoid  bacilli  in  dilutions  of 
1  :  40,  and  over,  have  occasionally  been  observed  in  cases  of  jaundice 
and  of  tuberculosis,  and  these  conditions  must  occasionally  be  consid- 
ered, though  their  importance  was  formerly  exaggerated. 

The  method  of  making  the  Widal  test  from  a  drop  of  whole  blood, 
dried  upon  a  slide,  is  not  to  be  recommended,  as  accuracy  in  dilution 
by  this  method  is  practically  impossible. 

As  stated  above,  the  agglutinin  reaction  rarely  appears  in  typhoid 
fever  before  the  beginning  of  the  second  week.  It  may  continue  during 
convalescence  for  as  long  as  six  to  eight  weeks  and  occasionally,  in  cases 
where  there  is  a  chronic  infection  of  the  gall-bladder,  a  Widal  reac- 
tion may  be  present  for  years  after  an  attack. 

For  veiy  exact  work,  even  in  clinical  cases,  the  microscopic  agglu- 
tination method  may  hv  replaced  by  macroscopic  agglutination,  ac- 
cording to  the  technique  descrilxHl  in  another  section  (page  229). 

In  order  to  avoid  both  the  necessity  of  keeping  alive  typhoid  cultures 
for  routine  agglutination  tests  and  also  to  pivclude  the  danger  of  in- 
fection by  the  use  of  living  culture,  Ficker  ^  has  reconmiended  the  use 
of  typhoid  bacilli  killed  by  fomialin.  This  method  has  no  advan- 
tages for  practical  purposes  and  in  scientific  bacteriological  work  it  is, 
of  course,  not  to  be  ccmsidered  in  comparison  with  the  other  exact 
methods. 

Prccijntins. — The  investigations  of  Kraus '  in  1897,  by  which  the 


»  Fkker,  Berl.  klin.  Woch.,  xlvUi,  190:i     « Kraus,  Wien.  klin.  Woch.,  xxxii,  1897. 
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precipitins  were  discovered,  revealed  specific  precipitating  substances, 
among  others,  also  in  typhoid  immune  sera.  Since  Kraus*  original  in- 
vestigation, these  substances  have  been  studied  by  Norris  ^  and  others.' 

Opsonins, — ^A  number  of  observers  have  shown  that  opsonins  specific 
for  the  typhoid  bacillus  are  formed  in  animals  immunized  with  these 
organisms.  Opsonins  arc  formed  also  in  patients  suffering  from  typhoid 
fever,  but  exact  opsonic  estimations  in  all  these  cases  are  extremely 
difficult  because  of  the  rapid  lysis  which  these  bacteria  may  undergo 
both  in  the  serum,  and  intracellularly  after  ingestion  by  the  leuco(!yt<>s. 
Klein  ^  has  attempted  in  part  to  overcome  this  difficulty  by  working 
with  dilutions  of  serum  and  at  the  same  time  using  comparatively  thick 
bacterial  emulsions  and  exposures  to  the  phagocytic  action  not  exceed- 
ing tim  minutes.  Chantemesse  *  has  claimed  that  the  opsonic  index  of 
typhoid  patients  was  increased  after  treatment  with  a  serum  obtained 
by  him  from  immunized  horses,  and  Harrison  *  has  reported  similar 
results  in  patients  treated  by  a  modification  of  Wright's  method  of 
active  immunization.  Klein  claims  to  have  demonstrated  that  in 
typhoid-immune  rabbits,  aftt»r  five  injections,  the  opsonic  contents  of 
the  blood  were  increased  to  an  equal  extent  with  the  bactericidal  sub- 
stances. He  concludes  from  this  interesting  observation  that  it  may 
well  be  that  the  opsonins  are  quite  as  important  in  typhoid  immunity 
as  arc  the  latter  substances. 

For  diagnostic  purposes  in  typhoid  fever  the  estimation  of  the  opsonic 
index,  so  far,  has  not  been  proven  to  be  of  great  value. 

Specific  Therapy  in  Typhoid  Fever. — The  faihiro  to  pn)duce  a  soluble 
toxin  from  typhoid  cultures  has  naturally  so  far  precluded  the  possibility 
of  an  antitoxic  therapy,  such  as  that  which  has  been  successful  in  diph- 
theria. In  the  light  of  our  present  knowledge  of  the  poisonous  products 
of  the  typhoid  bacillus  it  seems  but  natural  that  attempts  by  earlier 
investigators  to  apply  the  principles  of  Behring\s  work  to  typhoid  fever 
were  doomed  to  fail.  Attempts  to  employ  specific  bactericidal  and  bac- 
teriolytic sera  for  therapeutic  purposes  in  this  disease  have  also  betui 
without  favorable  result. 

Actix^e  I minunization, — We  have  seen  that  work  hv  PfeifTer  and  Kollc 
and  subscjquently  by  a  large  number  of  oth(*rs  has  shown  that  it  is  com- 


>  Narria,  Jour,  of  Inf.  l)w.,  I,  3,  1904. 

»  Barker  and  Colef  22(1  Ann.  Session,  Assn.  of  Amor.  Phys.,  Wash.,  1897. 

'Kleirif  Bull.  Johns  Hopkins  IIosp.,  1907. 

*  Chantemesse f  14th  Intomatl.  Cong,  for  Hyg.,  Berlin,  1907. 

^HarrisoUy  Jour.  Royal  Anny  Med.  Corps,  8,  1907. 


BACILLUS  OF  TYPHOID  FEVER  425 

paratively  easy  to  immunize  animals  actively  against  typhoid  infection 
by  the  systematic  injection  of  graded  doses,  at  first  of  dead  bacilli,  later 
of  fully  virulent  live  cultures.  Attempts  to  apply  these  principles  pro- 
phylactically  have  bc(^n  made  recently  on  a  large  scale  by  Wright  and 
his  associates  upon  English  soldiers  in  South  Africa,  and  by  German 
obs<^rvers  in  German  East  Africa. 

The  first  recorded  experiment  of  this  sort  which  was  done  upon  human 
beings  was  that  of  Pfeiffer  and  Kolle,*  who  in  1896  treated  two  in- 
dividuals with  subcutaneous  injections  of  an  agar  culture  of  typhoid 
bacilli  which  had  been  sterilized  at  56°  C.  The  first  injection  was  made 
with  two  milligrams  of  this  culture.  Three  or  four  hours  after  the  in- 
jection the  patient  suffen^d  from  a  chill,  his  temperature  gradually  rose 
to  105°  F.,  and  there  was  great  prostration  and  headache,  but  within 
twenty-four  hours  the  temp<»rature  had  returned  to  normal. 

This  experiment  showed  that  such  injections  could  be  practiced  upon 
human  beings  without  great  danger. 

Simultaneously  with  the  work  of  PfeiflFer  and  KoUe,  Wright  •  con- 
ducted similar  experiments  on  officers  and  privates  in  the  English  army. 

The  actual  numlxT  of  persons  tixiated  directly  or  indirectly  under 
Wright's  ^  supervision  in  an  investigation  covering  a  period  of  over  four 
y(»ars  comprised  almost  one  hundred  thousand  cases.  The  methods 
employed  by  Wright  have  been  modified  several  times  by  him  and  his 
collalx)rators  in  minor  d(*tails;  the  principles,  however,  have  r(^mained 
consistently  the  same.  In  the  first  experiments  Wright  employed  an 
agar  culture  thre(*  w(*eks  old,  grown  at  37°  C,  then  steriliz(»d  at  a  tem- 
p(Mature  below  ()()°  C,  and  protected  from  contamination  by  the  ad- 
dition of  five-tenths  p(T  cent  of  carl)olic  acid.  Later,  Wright  "*  employ(»d 
bacilli  grown  in  a  ncHitral  one-per-cent  pepton  bouillon  in  shallow  layers 
or  flasks.  Great  importance  is  attached  both  to  the  virulen(M^  of  the  ty- 
phoid strain,  which  may  to  a  moderate  extent  be  standaixlizcnl  by  pas- 
sage* through  guinea-pigs,  and  to  can*  in  using  low  temperatun»s 
for  final  st<*rilization.  The  U^mperature  recommended  by  Harrison,* 
working  with  Wright's  method,  is  52°  C,  after  which  the  cultures  are 
carbolized.     For  the  fii-st  dos(»  in  a  human  being,  Wright  nu'ommends 


» Pfeiffer  unci  KoUe,  Dent.  iiuhI.  Woch..  xxii,  lS9ft;   xxiv,  1S98. 
^Wright,  Lancc^t,  Sopt..  1890. 

^Wright  and  Srmple,  I^rit.  Mwl.  Jour.,  1897;    Wright  and  Leishmariy  Brit.  Med. 
Jour.,  Jan.,  1900. 

*  Wright,  Bnt.  Med.  Jour.,  1901 ;  Lancet,  Sept..  1902;  Brit.  Med.  Jour.,  Oct.,  1903. 

*  Harrison,  Jour,  lloyal  Anny  Mtnlical  Corps,  1907. 
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the  quantity  of  bacilli  fatal  for  100  grams  of  guinea-pig.  The  dose  may 
also,  according  to  Wright,  be  regulated  by  making  numerical  counts  of 
the  emulsions  used,  by  his  usual  method  of  counting  against  red  blood 
corpuscles,  and  using  for  the  first  injection  750  to  1,000  millions  of  dead 
bacteria.  The  second  injection,  given  after  eleven  days,  should  be  double 
this  quantity.  Usually  the  first  dose  is  followed  by  local  inilammator}' 
symptoms  and  th(^  general  systemic  symptoms  of  toxemia.  These, 
however,  usually  disappear  after  forty-eight  hours. 

Although  the  observations  of  Wright  are  extensive,  it  is  nevertheless 
extremely  difficult  to  tabulate  satisfactory  statistics  from  a  mass  of 
experiments  which  must  of  necessity  be  observed  by  a  large  number 
of  individuals,  in  all  of  whom  the  jx^rsonal  equation  modifies  the  results 
of  the  observations.  On  the  wliole,  however,  it  seems  fair  to  state  that 
distinctly  advantageous  results  followed  the  active  immunization  prac- 
ticed by  Wright.  Wright's  own  estimation,  in  a  careful  attempt  to 
present  the  subject  fairly,  giv(»s  a  reduction  of  the  morbidity  from 
typhoid  fever  in  the  British  army  of  fifty  per  cent,  and  a  reduction  of 
the  mortality  of  those  who  became  infected  in  spite  of  inoculations  of 
fifty  per  cent  also.  Combining  these  two  results,  the  actual  reduction 
of  the  death  rate  by  the  method  of  vaccination  would  appear  to 
amount  to  at  least  seventy-five  per  cent. 

The  method  of  Pfeiffer  and  KoUe,  originally  used  by  them  in  their 
experiments,  has  b(?en  extensively  carried  out  by  German  observers 
upon  the  army  taking  part  in  the  late  East  African  campaign. 

Roughly,  the  method  consists  in  the  injection  of  salt-solution  emul- 
sions of  fresh  agar  cultures  sterilized  at  00°  C.  The  results  repoiled 
from  a  large  material  were  in  general  fav()ral>le,  indicating  that  the 
morbidity  of  all  the  troops  taking  part  was  reduced  by  the  inoculation 
and  that  the  death  rate  among  the  inoculated  persons  was  lower  than 
that  among  normal  individuals.  On  the  whole,  it  can  hardly  be  doubted 
that  typhoid  vaccination  has  shown  definit^'ly  favorable  results.  The 
degree  to  which  this  is  true,  and  the  question  as  to  whether  the  methods 
in  use  at  present  are  fully  adequate,  can  not  yet  be  decided. 

BACILLUS   FE0ALI8   ALKALIOENES 

In  1S9G  Petruschky  *  described  a  bacillus  whicrh  is  a  not  infrequent 
inhabitant  of  the  human  intestine,  being  found  chiefly  in  the  lower 
part  of   the  small  int<^stine  and  the  large  intestine.    This  organism, 

»  Petruschky,  Gent.  f.  Bakt.,  I,  xix,  1896. 
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which  he  called  Bacillus  fecalis  alkaligenes,  is  of  little  pathogenic  im- 
portance, although  Neufeld  states  that  he  has  seen  a  case  of  severe 
gastroenteritis  in  which  the  watery  defecations  contained  this  bacillus 
in  almost  pure  culture.  As  a  rule,  however,  this  organism  can  not  be 
regarded  as  pathogenic,  and  is  important  chiefly  because  of  the  ease 
with  which  it  may  be  mistaken  for  Bacillus  typhosus. 

Bacillus  fecalis  alkaligenes  is  an  actively  motile,  Gram-negative 
bacillus,  possessing,  like  the  typhoid  bacillus,  numerous  peritrichal  fla- 
gella.  On  the  ordinary  culture  media  it  grows  like  the  typhoid  bacillus. 
It  does  not  coagulate  milk.  It  produces  no  indol,  and  on  sugar  media 
in  fermentation  tubes  produces  no  acid  or  gas.  On  potato,  its  growth, 
while  somewhat  heavier  than  that  of  the  typhoid  bacillus,  is  not  suf- 
ficiently so  to  permit  easy  differentiation.  It  differs  from  Bacillus 
typhosus  in  that  it  produces  no  acid  on  any  of  the  sugar  media,  and  is 
therefore  easily  differentiated  by  cultivation  upon  Hiss  serum-water 
media  or  on  pepton  waters  containing  sugars.  On  the  Hiss  semi- 
solid tube-medium  Bacillus  fecalis  alkaligenes,  while  clouding  the 
medium  throughout,  grows  most  heavily  on  the  surface  where,  eventu- 
ally, it  forms  a  pellicle. 


CHAPTER  XXVIII 

BACILLI  OF  THE  COLON-TYPHOID-DYSENTERY  GROUP 

{Continued) 

bacAlli  intermediate  between  the  typhoid  and  colon 

organisms 

(Bacilli  of  Meat  Poisoning  and  Paraiyphoid  Fever) 

There  is  an  extensive  group  of  Gram-negative  bacilli  which  be- 
cause of  their  morphology,  cultural  behavior,  and  pathogenic  properties, 
are  classified  as  intermediate  between  th(*  colon  and  the  typhoid  types. 
The  microorganisms  belonging  to  this  group  have  been  described,  most 
of  them,  within  the  last  fifteen  years,  but  few  of  them  have  been  fully 
identified  with  one  another.  They  have  been  variously  designated  as  the 
" hog-<*holera  group, '*  ^*the  enteritidis  group,''  the  "paracolon  group" 
or  "paratyphoid  group,''  because  of  the  pathological  conditions  with 
which  the  chief  members  under  investigation  have  been  found  associated. 

Attempts  to  systematize  the  grouj)  by  the  comparative  study  of  a 
large  number  of  its  member  have  hcvn  made,  notably  by  Buxton* 
and  by  Durham,-  and  the  work  of  these  writers,  leased  on  cultural  and 
agglutinative  studies,  has  added  materially  to  our  knowledge  of  these 
organisms. 

The  microorganisms  of  this  group  are  morphologically  indistinguish- 
able from  the  colon  and  typhoid  bacilli.  They  are  Ci ram-negative  and 
possess  flagella.  Their  motility  is  variable,  but  usually  approaches 
that  of  the  typhoid  bacilli  in  activity.  They  correspond,  furthermore, 
to  the  two  other  groups  in  their  cultural  characteristics  upon  broth,  agar, 
and  gelatin.  On  potato,  they  vary,  some  of  them  api:>roaching  in  deli- 
cacy the  typhoid  growth  upon  this  medium,  others  more  closely 
approximating  the  heavy  brownish  growth  of  B.  coli.  hidol  is  rarely 
formed  by  them,  though  this  has  not  been  absolutely  constant  in  all 
descriptions.     As  a  group,  they  are  easily  distinguished  from  Bacillus 


»  Buxton,  Jour.  Med.  Res.,  N.  S.,  hi,  1900.     «  Durham,  Jour.  lOxper.  Mod.,  v,  1901. 
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typhosus  on  the  one  hand,  and  from  Bacillus  coli  on  the  other,  by  the 
following  simple  reactions  tabulated  by  Buxton.^ 


Coagulation  of  milk 

PrcxJuction  of  imiol 

Fermentation  of  lactose  with  gas 

Fennentation  of  dextrose  with  gas 

Agglutination  in  typhoid- immime  serum . 


B.  coli. 

Intermediates. 

B.  typhosus. 

4- 

— 

— . 

4- 

— 

— 

4- 

— 

— 

4- 

4- 

— 

— 

— 

4- 

The  characterLstics  of  the  three  groups  as  shown  by  fermentation  tests 
may  be  tabulated  as  follows: 


(las  upon 
I  >ex  tro.se. 

Cias  upon 

I.ACtOKe. 

Gas  upon 
Saccharose. 

B.  typhosus 

Intermediates    

4- 
4- 

4-4-11 

— 

B.  coli  communis 

B.  coli  communior 

4- 

Pathogenically,  the  bacilli  of  this  "intermediate  group"  have  attracted 
attention  chiefly  in  connection  with  meat  poisoning,  and  with  protracted 
fevers  indistinguishable  from  mild  typhoidal  infections. 

In  188S,  Ciiirtner '  described  a  bacillus  which  he  isolated  from  the 
meat  of  a  cow,  th(»  ingestion  of  which  had  produced  the  symptoms  of 
acute  gastrointestinal  catarrh  in  fifty-seven  people.  One  of  these  died 
of  the  disease  and  the  bacilli  could  be  demonstrated  in  the  spleen  and  in 
the  blood  of  the  patient. 

This  bacillus,  called  Bacillus  cnteritidifi  by  ({iirtner,  was  actively 
motile,  fornuMl  no  indol,  but  produced  gtus  in  dextrose  media.  Acute 
gastrointestinal  symptoms  could  be  induced  by  feeding  the  organisms 
to  mice,  guin(^a-pigs,  rabbits,  and  she(*p,  and  the  bacilli  could  Ikj  re- 
covered from  the  infected  animals.  An  inter(\sting  observation,  which 
has  since  become  important  in  characterizing  the  group  of  these  bacilli 
concerned  in  meat  poisoning,  was  the  fact  that  the  bacterial  bodies 
themselves  \\c\v  found  by  (Jartner  to  be  extremely  toxic,  containing  a 
poison  whidi,  in  contradistinction  to  the  endotoxins  of  many  other 
microorganisms,  was  extremely  resistant  to  heat.  Sterilized  cultures 
show(Hl  the  same  |)athogenic  effects  as  the  living  bacilli.     Epidemics 

'  Buxton,  loc.  cit.       '  Gartner,  Corresp.  Bl.  d.  Acrzt.  Vercins,  Turingen,  1888. 
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of  meat  poisoning  similar  to  the  one  described  by  Gartner,  in  which 
similar  bacteria  were  isolated,  were  those  described  by  Van  Ermengem/ 
occurring  at  Morseele  in  1891,  the  one  described  by  Hoist,*  the  Rotter- 
dam epidemic  described  by  Poels  and  Dhont,'  the  one  described  by 
Basenau,  and  many  others. 

Bacillus  Morseele  of  Van  Ermengem,  Bacillus  boi^is  morbificans  of 
Basenau,*  and  the  bacilli  isolated  in  similar  epidemics  by  other  ob- 
servers, are,  except  for  slight  differences  in  minor  characteristics, 
almost  identical  with  Gartner's  microorganism. 

In  1893,  Theobald  Smith  and  Moore,^  studying  the  diseases  of  swine, 
noted  a  great  similarity  between  the  so-called  hog-cholera  bacillus,  the 
bacilli  of  the  Gartner  group,  and  Bacillus  typhi  murium  isolated  by 
LoefHor.  These  obscisrvers  fii'st  used  the  term  "  hog-cholera "  group  for 
the  organisms  under  discussion. 

In  1899  Reed  and  Carroll "  called  attc^ntion  to  the  fact  that  Bacillus 
ictcroides,  associated  by  Sanarelli  with  yellow  fever,  was  culturally 
closely  similar  to  the  bacillus  of  hog  cholera. 

Meanw-hile,  other  observers  had  been  isolating  bacilb*,  similar  to 
those  spoken  of  above,  from  cases  of  protracted  fevers  in  human  beings, 
often  closely  simulating  typhoid  infections.  The  first  cases  of  this 
kind  on  record  were  those  of  A(;hard  and  Bensaude.^ 

In  1897,  Widal  and  Nobecourt  ^  (l(*scribed  a  bacillus  which  they  had 
isolat<id  from  an  esophageal  abscess  following  typhoid  fever,  which 
closely  resembled  Bacillus  psittacosis  of  Nocard,**  and  which,  following 
a  nomenclature  previously  suggested  ])y  Gilbert,,*^  they  designated  the 
paracolon  bacillus.  This  microorganism,  as  well  as  Bacillus  psiitacosis, 
isolated  from  a  parrot  by  Nocard,  showed  a  close  resemblance  to  bacilli 
of  the  Gartner  group. 

In  1898,  Ch\yn  "  reported  a  case  occurring  at  the  Johns  Hopkins 


^  Van  Erniengeyn,  Bull.   Acad.  d.  mcJ^d.   de  Bolgique,   1892;  "Trav.de  lab.  de 
I'univ.  de  Gand."  1892. 

'Hoist,  Ref.  Cent.  f.  Bakt.,  xvii.  1895. 

3  Poeh  und  Dliont,  Holland  Zeit.  f.  Tierheilkundo,  xxiii,  1894. 

*  Basenau,  Arch.  f.  Ryg..  xx,  1894. 

*  Th.  Smith  and  Moore,  IT.  S.  Bureau  of  Animal  Industrj'  Bull,  vi,  1894. 

*  Reed  and  Carroll,  Medical  News.  Ixxiv,  1899. 

^  Achard  and  Bensaude.  Bull,  de  la  aoc.  d.  hopitaux  de  Paris,  Nov.,  1906. 

»  Widal  et  Nobecourt,  Semaine  m6(\.,  Aup.,  1897. 

»  Nocard,  Ref.  Baumgarten's  Jahresb.,  1896. 
w  Gilbert,  Semaine  m6(\.,  1895. 
"  Gwyn,  Johns  Hopkins  Hosp.  Bull.,  1898. 
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Hospital,  which  presented  all  the  symptoms  of  typhoid  fever,  but  lacked 
serum  agglutinating  power  for  Bacillus  typhosus.  From  the  blood  of 
the  patient,  Gwyn  isolated  an  organism,  with  cultural  characteristics 
similar  to  those  of  the  Gartner  bacillus,  which  he  called  a  "paracolon 
bacillus."  This  bacillus  was  agglutinated  specifically  by  the  serum  of 
the  patient. 

Cushing,*  in  1900,  isolated  a  shnilar  microorganism  from  a  cos- 
tochondral  abscess,  appearing  during  convalescence  from  typhoid 
fever. 

In  the  same  year,  Schottmiiller  -  reported  five  cases  from  which  bacilli 
similar  to  those  previously  described  were  isolated.  Careful  cultural 
and  agglutination  studies  of  the  mi(;roorganisms  obtained  from  these 
cases  showed  that  they  could  be  divided  into  two  similar ^^  yet  distinctly 
different  typ(\s,  one  of  them,  the  ''Mi'iller^'  organism,  approaching 
closely  to  the  typhoid  type,  especially  in  its  growth  upon  potato;  the 
other,  the  "Seeman"  type,  corresponding  more  closely  to  the  Gartner 
enteritidis  bacilli.  Similar  cases  were  soon  after  reporttnl  by  Kurth,^ 
Buxton  and  Coleman,*  I^ibman,^  and  oth(M*s. 

Clinically,  the  diseases  caused  by  th(^  bacrteria  of  this  class  may  be 
divided  into  two  main  groups. 

I.  Those  which  fall  into  the  category  of  meat  poisoning,  having  a 
sudden  and  violent  onset  of  gastrocmteric  symptoms  directly  following 
the  ingestion  of  meat,  and  characterized  by  profound  toxemia;   and 

II.  Those  in  which  the  disease  simulates  a  mild  form  of  typhoid  fever, 
differing  from  this  only  by  the  absence  of  the  specific  agglutination  ab- 
action for  typhoid  bacilli. 

Most  of  these  microorganisms  ])ossess  pathogenicity  for  mice,  guinea- 
pigs,  and  rabbits,  which  excecnls  that  of  the  colon  or  typhoid  bacilli. 
A  mm=iber  of  the  bacilli  of  this  group,  fui-thermon*,  especially  those  most 
closely  similar  to  the  original  R.  enteritidis  of  (Jiirtn(»r,  contain  an  endo- 
toxin which  shows  a  high  resistance  to  heat,  which  may  exi)lain  the  fact 
that  illness  has  occasionally  followed  the  ingc^stion  of  infected  meat  even 
after  pn»paration  by  cooking. 

Bacteriological  correlation  of  these  bacilli  has  been  attempted,  as 
stated   above,    by    Durham  and   by    Buxton,   and   more   recently   by 


»  Cushing,  Johns  Hopkins  Hosp.  Bull.,  1900. 

5  Srhnttmnlhr,  Dent.  nuNl.  Woch..  1900;   Zcit.  f.  Hyg.,  xxvi. 

•■•  Kurth,  Pout.  nml.  Woch.,  1901. 

*  Bujrttm  and  Coleman,  Proc.  N.  Y.  Pathol.  Soc,  Feb.,  1902. 

*  Librfian.  Jour.  Med.  Res..  N.  S.,  iii,  1902. 
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Kutscher  and  Mcinicke.^  The  subject  is  a  difficult  one  and  for  ultimate 
clearness  will  require  much  further  work.  Durham,^  on  the  basis  of  cul- 
tural and  agglutinative  studies,  has  formulated  a  classification  of  the 
Gram-negative  bacilli  of  the  typhoid-colon  and  allied  groups,  which, 
though  hardly  final,  aids  considerably  in  throwing  light  upon  the  in- 
terrelationships of  the  various  species.  Durham's  divisions  are  as 
follows: 

Division  I.     Typhoid-like  Morphology  (motile). 

A,  No  sugars  fermented.    Type  B.  fecalis  alkaligenes. 

B,  Acid  in  dextrose,  but  no  gas.  Type  B.  typhosus.  Agglutination 
in  typhoid  serum. 

C,  Acid  in  dextrose,  but  gas  only  when  other  constituents  are  favor- 
able. No  acid  or  gas  from  lactose  or  saccharose.  No  agglutination  in 
typhoid  serum.  Includes  Bacillus  "Gwyn"  and  Bacillus  "O"  of 
Gushing. 

D,  Acid  and  gas  from  dextrose.  No  acid  or  gas  from  lactose  or 
saccharose.  Grows  more  rapidly  than  typhoid.  No  agglutination  in 
colon-immune  serum.  Slight  reaction  with  some  typhoid  sera.  Includes 
Gartner's  B.  enteritidis,  B.  Morseele,  Giinther's  meat-poisoning  bacillus, 
hog  cholera  bacillus,  B.  psittacosis,  B.  morbificans  bovis,  Durham's 
Bacillus  "A,"  B.  typhi  murium. 

Division  II.     Colon-like  Morphology  (motile). 

E,  Acid  and  gas  from  dextrose,  none  from  lactose  or  saccharose. 
Rate  of  growth  and  colony  appearance  more  like  colon  than  typhoid. 

F,  Acid  and  gas  from  dextrose,  and  no  gas  from  lactose.  Types 
isolated  by  Durham. 

G,  Acid  and  gas  from  dextrose;  acid,  no  gas,  from  lactose.  Differ 
from  F  in  serum  reactions. 

H,  B.  coli  communis.  Acid  and  gas  from  dextrose  and  lactose;  none 
from  saccharose. 

/.  B.  coli  communior.  Acid  and  gas  from  dextrose,  lactose,  and 
saccharose. 

Division  III.  Non-motile.  Polysaccharide  splitters  (starch).  Type 
B.  lactis  aerogenes.  Includes  bacilli  of  mucosus  capsulatus  group,  and 
Friedlander's  bacillus. 


»  Kutscher  und  Meinicke,  Zeit.  f.  Hyg.,  lii,  1906.       ^  Durhanif  loc.  dt. 


CHAPTER  XXIX 

BACILLI  OF  THE  COLON-TYPHOID-DYSENTERY  GROUP 

{CorUintted) 

THE  DTSENTERT  BAOILLI 

Although  acute  dysentery  has  been  an  extremely  prevalent  disease, 
occurring  almost  annually  in  epidemic  form  in  some  of  the  Eastern  coun- 
tries and  appearing  sporadically  all  over  the  world,  its  etiology  was 
obscure  until  1898  when  Shiga '  described  a  bacillus  which  he  isolated 
from  the  stools  of  patients  suffering  from  this  disease  in  Japan,  and  es- 
tablished with  scientific  accuracy  its  etiological  significance.  Since  the 
discovery  of  Shiga's  bacillus  a  number  of  other  bacilli  have  been  de- 
scribed by  various  workers,  all  of  which,  while  showing  slight  biological 
differences  from  Shiga's  microorganism,  are  sufficiently  similar  to  it 
culturally  and  pathogenically  to  warrant  their  being  classified  together 
with  it  in  a  definite  group  undeT  the  heading  of  the  "dysentery  bacilli." 

The  manner  in  which  Shiga  made  his  discovery  furnishes  an  in- 
structive example  of  the  successful  application  of  modem  bacteriological 
methods  to  etiological  investigation.  Many  workers  preceding  Shiga 
had  attempted  to  throw  light  upon  this  subject  by  isolations  of  bacilli 
from  dysenteric  stools,  and  by  extensive  animal  inoculation.  Shiga, 
following  a  suggestion  made  by  Kitasato,  approached  the  problem  by 
sc»arching  for  a  microorganism  in  the  stools  of  dysentery  patients  which 
would  specifically  agglutinate  with  the  serum  of  these  patients.  His 
labors  were  crowned  with  success  in  that  he  found,  in  thirty-six  cases, 
one  and  the  same  microorganism  which  showed  uniform  serum  agglu- 
tinations. Further,  he  found  that  this  bacillus  was  not  present  in  the 
dejections  of  patients  suffering  from  other  diseases  nor  in  those  of  normal 
men,  and  that  when  tested  against  the  blood  serum  of  such  people  it 
was  not  agglutinated. 

Morphology. — Shiga's  bacillus  is  a  short  rod,  rounded  at  the  ends, 

•»  Shiga,  Cent.  f.  Bakt.,  xxiii,  1898;  ibid.,  xxiv,  1898;   Deut.  med.  Woch.,  xliii, 
xliv,  and  xlv,  1901. 
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morphologically  very  similar  to  the  typhoid  bacillus,  and,  like  it, 
inclined  to  involution  forms.  The  organism  generally  occur? 
singly,  more  seldom  in  pairs.  It  is  decolorized  by  Gram's 
method  of  staining.  With  the  ordinary  anilin  dyes  it  stains  easily, 
showing  a  tendency  to  stain  with  slightly  greater  intensity  at 
the  ends.  The  organism  is  an  aerobe  and  facultative  anaerobe. 
Although  described  at  first  by  Shiga  as  being  motile,  its  motility 
has  not  been  satisfactorily  proven,  and  most  observers  agree  in 
denying  the  presence  of  flagella  and  affirming  the  complete  absence 
of  motility. 

Cultural  Characteristics. — On  agar  the  colonies  are  not  characteristic, 
resembling  those  of  the  typhoid  bacillus. 

On  gelatin  J  the  colonies  appear  very  much  like  typhoid  colonies  and 
the  gelatin  is  not  liquefied. 

On  potatOy  the  growth,  like  that  of  typhoid,  is  at  first  not  visible,  but 
after  about  a  week  turns  reddish  brown. 

In  bi'othj  there  is  clouding,  with  moderate  deposits  after  some  days. 
No  pellicle  is  formed. 

Milk  is  not  coagulated.  Litmus  milk  shows  a  slight  primary  acidity, 
later  again  becoming  alkaline  and  taking  on  a  progressively  deeper  blue 
color. 

Indol  is  not  formed  in  pepton  water  by  all  varieties. 

No  gas  is  formed  in  media  containing  dextrosey  lactose,  sa4:charose, 
or  other  carbohydrate. 

While  not  delicately  susceptible  to  reaction,  the  bacillus  prefers 
slightly  alkaline  media. 

Shiga  differentiated  his  organism  from  the  typhoid  bacillus  chiefly 
by  supposed  differences  in  colony  characters  and  by  the  agglutination 
reaction. 

Following  the  work  of  Shiga,  a  large  number  of  investigators  turned 
their  attention  to  the  subject  of  dysentery,  with  the  result  that  many 
new  forms  were  discovered  and  at  first  a  considerable  amount  of  con- 
fusion prevailed. 

Flexner  *  in  1899  investigated  dysentery  in  the  Philippines,  and 
isolated  a  bacillus  which,  he  considered,  corresponded  to  Shiga's 
organism. 

Strong  and  Musgrave  ^  in  1900  described  a  bacillus  isolated  from 


»  Flexner,  Phila.  Med.  Jour.,  vi,  1900,  and  Bull.  Johns  Hopkins  Hosp.,  xi,  1900. 
*  Strong  and  Musgrave,  Report  Surg.  Gen.  of  Army,  Washington,  1900. 
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dysentery  cases  in  the  Philippines  which  was  essentially  like  that  of 
Flcxner. 

Nearly  simultaneously  with  the  papers  of  Flexner  and  of  Strong  and 
Musgrave,  Kruse  ^  published  investigations  of  an  epidemic  of  dysentery 
occurring  in  Germany.  His  observations  were  of  the  greatest  importance 
and  larg(»ly  formed  the  starting  point  of  the  further  advances  which 
have  been  made  in  the  etiology  of  dysentery. 

Kruse's  organism  was  described  as  forming  colonies  on  gelatin  and 
agar,  practically  like  those  of  Bacillus  typhosus.  Like  this  bacillus,  no 
gas  was  formed  from  grape  sugar,  and  the  growth  in  milk  and  on  potato, 
and  even  in  Piorkowski's  urine  gelatin,  resembled  that  of  Bacillus 
typhosus.  According  to  Kruse,  this  organism  was  absolutely  with- 
out motility. 

In  1901  Kruse  -  contribut^^d  a  second  paper.  In  this,  besides  con- 
firming his  previous  observations,  he  described  another  class  of  organ- 
ism coming  from  cases  which  he  designated  as  "pseudo-dysentery  of 
insane  asylums."  In  the  case  of  one  patient,  and  at  two  autopsies,  he 
isolated  organisms  which  he  could  not  distinguish  morphologically  or  cul- 
turally from  the  true  dysentery  bacillus,  but  which  showed  diflferences  in 
their  serum  reaction.  By  careful  study  of  the  behavior  of  these  bacilli 
in  the  serum  of  patients  and  in  immune  serum  from  animals,  he  not 
only  showed  that  they  were  different  from  his  original  cultures  from 
ciises  of  epidemic  dysentery  which,  no  matter  what  their  source,  were 
found  to  be  alike,  but  that  they  showed  differences  among  themselves 
and  apparently  fell  into  two  or  more  varieties.  One  of  these  organisms 
culturally  and  by  its  serum  reactions  showed  itself  practically  identical 
with  one  of  th(^  cultun^s  he  had  received  from  Flexner. 

Spronck  ^  in  1901  described  an  organism  isolat^id  in  Utrecht  from 
dysenter>'  cases,  which  showed  great  similarity  to  the  Shiga-Kruse 
organism;  but,  when  test(Hl  in  the  serum  of  a  horse  immunized  against 
true  dysenteiy  bacillus,  showed  practically  no  agglutination.  He  placed 
this  organism  in  the  group  designated  by  Kruse  as  the  "pseudo-dysentery 
bacilli."  His  communication  is  of  importance,  since  it  is  the  first  re- 
ported instance  in  which  any  investigator  had  recognized  and  associated 
the  so-called  pseudo-<lysentery  bacilli  with  dysentery  approaching  the 
acute  epidemic  form  in  type. 

Following  this  work  a  number  of  investigators,  including  Vedder 

»  Kruse,  Dent.  me<l.  Woch.,  xxvi.  1900. 
=  Kruse,  Dout.  rued.  Woch.,  xxvii,  1901. 
*S}yronck,  Ref.  Baumgartcn's  Jahresbcr.,  1901. 
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and  Duval,*  Floxner,  and  Shiga;  himself,  published  rommunieations  in 
which  they  claimed  identity  for  the  various  forms  previously  describiHl. 

In  11K)2  Park'  and  Dunham  d(»scribed  an  organism  which  they 
found  in  a  small  outbreak  of  dysenter}'^  occurring  in  Maine.  This 
organism  differed  from  most  of  those  previously  described  in  that  it 
was  found  to  produce  indol  in  pepton  solutions. 

In  the  sanu*  year  Martini  *  and  Ix^ntz  published  an  article  in  which 
they  attempted  to  differentiate  various  dyscnteiy  bacilli  by  means  of 
agglutination.  This  research  is  of  importance  in  that  it  supported  the 
work  of  Kruse  and  of  Spronck,  in(li(^ating  a  difference  between  the  ag- 
glutinative charact(T  of  the  Knise  organism  and  the  so-called  ^'pscudu- 
dysenUM-y  "  type*,  in  which  Flexn(*r*s  organisms  werc  included.  It  is  of 
furth(»r  interest,  since  it  indicated  a  marked  difference  between  Fhjxner's 
Philippine  cultures  and  the  Philippine  culture  of  Strong,  the  Strong 
organism  refusing  to  agglutinate  not  only  in  "  Shiga  ^'  immune  senim, 
but  also  in  *'Fh'xner''  inunune  serum. 

Simultaneously  with  this  article  I.cmtz  ^  published  the  results  of  com- 
parative cultural  researchers  with  dysenter>^  and  *' pseudo-dysent<*r>' "' 
bacilli,  in  which  h(»  made  tlie  important  ol)servation  that  the  original 
Shiga-Kruse  bacilli  did  not  affect  mannit,  while  the  " pseudo-dysentc»ry  " 
bacilli,  including  Flexner's  and  Strong's  Philippine  cultures,  fermented 
mannit,  giving  rise  to  a  distinct  acid  reaction  in  the  medium.  The 
Fk^xner  organisms  and  others  of  the  "  pseudo-ilysentery  "  bacilli,  how- 
ever, ferment(Hl  maltos(»,  while  the  Shiga-Kruse  type,  as  well  as  Strong's 
bacillus,  left  it  unchanged  at  the  end  of  forty-(u<!;ht  hours. 

In  January,  1903,  Hiss  and  Russell "  described  a  bacillus  (''Y'')  from 
a  case  of  fatal  diarrjiea  in  a  cliild,  which  by  ordinar}'  cultural  U^at  and 
abs(»nce  of  motility  wius  found  to  n^semble  the  Shiga-Knise  and  Flexner 
bacilli.  Immediat(^ly  upon  its  isolation,  it  was  found,  however,  to  differ 
from  the  Kruse  cultui-e  by  its  ability  to  fennent  mannit.  This  observa- 
tion was  made  independently  of  Ix^ntz/s  work,  which,  at  that  time,  had 
not  iKH'ome  known  in  America.  In  the  com])arative  study  of  Hiss  and 
Russ(»ll  on  the  fennentative  abilities  of  various  dysent(»ry  cultures,  the 
s(>rum  wat(n*  nuMlia  (described  on  page  1.S2)  were  used,     liy  the  use  of 


»  Veihler  and  Duval,  Jour.  Exp.  Me<l.,  vi.  1902. 

*  Shiga,  Zeit.  f.  Hyg..  41.  1902. 

>  Park  ami  Dunham,  N.  Y.  Univ.  Bull,  of  Moil.  Sci.,  1002. 

*  Martini  und  Lcntz,  Zcit.  f.  Hyg.,  xli,  1902. 
»  LenU,  Zcit.  f.  Hyp.,  xli.  1902^ 

*  //w«  and  Russell,  Metl.  News,  Feb.,  1903. 
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these  media,  it  was  found  that  the  Kruse  culture,  a  culture  of  Flexner's 
bacillus  from  the  Philippines,  and  Duval's  "  New  Haven "  culture  fer- 
mented dextrose  with  the  production  of  a  solid  acid  coagulum,  but  did 
not  affect  mannit,  maltose,  saccharose,  or  dextrin.  The  culture  of  Hiss 
and  Russell,  on  the  other  hand,  fermented  not  only  dextrose  but  also 
mannit  with  the  production  of  acid  and  coagulation  of  the  medium. 
Maltose,  saccharose,  and  dextrin  were  not  fermented.  The  "  Y  "  bacillus, 
furthennoro,  was  shown  to  differ  entirely  from  the  cultures  of  Shiga, 
Kruse,  and  "  N(^w  Haven  '*  in  the  serum  of  immunized  animals.  This 
serum  had  for  bacillus  "  Y  "  a  tit<»r  of  1  :  50()  while  the  three  other  above- 
named  organisms  did  not  agglutinate  in  it  at  any  dilution.  In  normal 
b(»ef  sc^rum,  the  Hiss-Russell  organism  was  found  to  agglutinates  as  highly 
at  1  :  .S20,  while  the  other  thnje  cultures  gave  no  reaction  in  dilutions  of 
over  1  :  10  or  20. 

Park  and  Carey,*  in  March,  1903,  described  an  epidemic  of  dysen- 
ter}'  occurring  in  the  town  of  Tuckahoe,  near  New  York  City,  and 
isolated  an  organism  which  n.»8embl(»d  the  Shiga-Knise  ])acilli  in  not 
fermenting  mannit,  but  produced  indol  in  pepton  solution  after  five 
days.  It  corresponded  in  agglutination  with  the  (cultures  "  New  Haven  " 
and  "  Shiga '*  when  tested  in  the  s<*rum  of  a  goat  immunized  against 
the  mannit-fennenting  culture  "  Baltimon*,"  i.e.,  did  not  reacrt  at  1 :  50, 
wh(Teas  Flexner\s  **  Manila  "  and  "Baltimon^"  cultures,  Park  and  Dun- 
ham's "Seal  Harbor"  culture,  and  some  New  York  cultun^s,  all  fer- 
menting mannit,  agglutinated  up  to  two  thousand  dilution  in  the  "  Bal- 
timore ''  serum. 

The  preceding  review  of  a  part  of  the  literature,  by  which  our  knowl- 
edge of  the  dys(»nt('ry  bacilli  was  developed,  demonstrates  sufficic^ntly 
that  we  have  to  deal  in  this  group  with  a  number  of  different  micro- 
organisms. This,  as  we  have  seen,  was  a  fact  first  recognized  by  Kruse 
when  he  spoke  of  his  true  dys(»nter}^  and  his  pst^udo-dysenter}'^  strains. 
In  spite  of  much  confusion  at  first,  the  can^ful  study  of  femientation 
phenomena,  of  specific  agglutinations,  and,  more  recently,  by  Ohno ' 
and  others,  of  the  bacteriolytic  phenomena  in  immune  sera,  hits  made 
it  possible*  to  distinguish  sharply  betwe(»n  a  number  of  groups. 

Basing  th(*  grouping  of  these  microorganisms  upon  a  careful  study 
of  fennentations.  Hiss  ^  has  divided  them  as  follows: 


>  Park  ami  Carey,  Jour.  Me<l.  Ro8.,  ix,  1903. 
^Ohno,  Philippine  Jour,  of  Sci.,  1,  ix.,  1906. 
^IIiss,  Jour.  Med.  Res.,  N.  S.,  viii,  1904. 
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"Shiga" 

"Knise,"  y      Ferment  dextrose.     Group  I. 

"New  Haven" 

"Y"  (Hiss  and  RusseU  type) 
"Seal  Harbor" 


"  Diamond  " 
"Ferra" 


Ferment  dextrose  and  mannit.    Group  II. 


,,  ^,         „  ,.       V  )        Ferments      dextrose,     mannit,     saccharose 

"Strong"  (type)  f  Group  III. 


"  Harris  "  (type) 

"Gray" 

"  Baltimore  " 

"WoUstein" 


Ferment  dextrose,  mannit,  maltose,  saccha- 
rose, dextrin.     Group  IV. 


It  was  noticed,  it  should  be  mentioned,  however,  that  in  the  ease  of  the 
"  Y,"  "Diamond,"  and  "Ferra"  there  was  usually  delayed  acid  fermen- 
tation of  maltose,  never  any  of  dextrin. 

In  studying  the  agglutinative  characters  of  these  groups,  furthermore, 
it  was  found  that  fermentation  tests  and  agglutinations  went  hand  in 
hand.    The  following  table  will  illustrate  this  point:* 

Serum  op  Rabbit  immunized  against  Group  I.  (Shiga's  culture). 
Bacilli  of  Group  I.: 

*'Shiga"  (homologous) 20,000 

"Kruse"     20,000 

"New  Haven" 20,000 

Bacilli  of  Group  II.: 

"  Y" 200 

"Ferra" 200 

"Seal  Harbor" 200 

Bacilli  of  Group  IV.: 

"Baltimore" 800 

"Harris" 800 

"Gray" 800 

"WoUstein"  800 

Serum  of  Rabbit  lmmunized  against  (inc^up  II.  ("Y"  culture, 
Hiss  and  Russell). 

Bacilli  of  Group  I.: 

"Shiga" less   than  100 

"Kruse" 100 

"New  Haven " 100 


»  Hiss,  Jour,  of  Med.  Research,  13,  N.  S.,  viii,  1904. 
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Bacilli  of  Group  II.: 

"  Y"  (homologous)    g,400 

"Ferra" 6,400 

"Seal  Harbor 6,400 

Bacilli  of  Group  IV. : 

"Baltimore'* 1,600 

"Gray" 1,600 

"Harris" 1,600 

"Wollstein" 1,600 

Serum  op  Rabbit  immunized  against  Group  IV.  ("Baltimore" 
culture). 

Bacilli  of  Group  I.: 

"Shiga"   less  than  100 

"Knise"  100 

"New  Haven" 100 

Bacilli  of  Group  II.: 

"  Y" 400 

"Ferra" 400 

"Seal  Harbor" 400 

Bacilli  of  Group  IV.: 

"Baltimore"  (homologous) 3,200 

"Harris" 3,200 

"Gray" 3,200 

"Wollstein"  3,200 

In  common,  all  these  groups  possess  an  identical  morphology,  the 
Gram-negative  staining  characteristics,  the  lack  of  motility  with  close 
adherence  to  the  line  of  inoculation  in  the  Hiss  tube  medium,  the  in- 
ability to  liquefy  gelatin,  the  inability  to  form  acid  from  lactose,  and 
the  inability  to  produce  gas  from  any  carbohydrate  media. 

Biological  Oonsiderations. — The  dysentery  bacilli  in  neutral  broth 
or  upon  agar  slants  may  remain  alive  without  transplantation  for 
periods  of  8c»veral  months.  They  are  aerobes  and  facultative  anaerobes 
when  proper  sugars  are  present,  preferring,  however,  the  aerobic  environ- 
ment. They  are  easily  destroyed  by  heat,  an  exix)sure  to  60°  C.  killing 
them  usually  in  a  short  time  (ten  minutes).  Against  cold  they  show 
eonsiderable  resistance,  surviving  freezing  for  a  period  of  several  weeks. 
They  show  little  resistance  to  the  usual  strengths  of  the  common  chem- 
ical disinfectants. 

Pathogenicity. — There  is  practically  no  doubt  at  the  present  time  as  to 
the  etiological  connection  between  the  bacilli  of  this  group  and  the  dis- 
eases clinically  classified  as  acute  dysentery.    A  more  chronic  form  of 
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dysentery  due  to  a  protozoan,  the  Amoeba  coli,  though  presenting  much 
clinical  resemblance  to  the  bacillary  dysenteries  is,  nevertheless,  an 
entirely  distinct  disease. 

Infection  takes  place,  probably,  entirely  by  ingestion  of  the  bacteria 
with  infected  water  or  food  contaminated  from  the  feces  of  dyscnter}* 
patients.  A  small  epidemic  occurring  in  a  hospital  in  New  York  City 
and  caused  by  the  bacillus  "Y"  of  Hiss  and  Russell  was  indirectly 
traced  to  milk  by  Zinsser.* 

Endemic  in  a  large  part  of  the  world,  especially  in  the  warmer 
climates,  the  disease  most  frequently  occurs  in  epidemics  of  more  or 
less  definite  localization,  usually  under  conditions  which  accompany 
the  massing  of  a  large  number  of  human  beings  in  one  place,  such  as 
those  which  occur  in  the  crowded  quarters  of  unsanitary  towns,  in  insti- 
tutions such  as  insane  asylums,  or  in  military  camps.  The  mortality  of 
such  epidemics  may  be  very  large.  According  to  Shiga,'  the  disease  in 
Japan  frequently  shows  a  mortality  of  over  twenty  per  cent. 

The  disease  in  human  beings  usually  begins  as  an  acute  gastro- 
enteritis which  is  accompanied  by  abdominal  pain  and  diarrhea.  As 
it  becomes  more  severe,  the  colicky  pains  and  diarrhea  increase,  the 
stools  lose  their  fecal  character,  becoming  small  in  quantity  and  filled 
with  mucus  and  flakes  of  blood.  There  is  often  severe  tenesmus  at 
this  stage,  and  the  ba(dlli  are  present  in  large  numbers  in  the  dejecta. 
Owing  to  the  absorption  of  toxic  products,  symptoms  referable  to  the 
nervous  system,  such  as  muscular  twitching,  may  supervene,  and  if  the 
disease  is  at  all  prolonged,  there  are  marked  inanition  and  prostration. 

At  autopsy  in  early  stages  there  may  be  found  only  a  severe  catar- 
rhal inflammation  of  the  mucous  membrane  of  the  large  intestine.  In 
the  later  stages  there  are  extensive  ulcerations,  and  the  bacteria  are 
histologically  found  lodged  within  the  depths  of  the  mucosa  and  suh- 
mucosa.  Occasionally  they  may  penetrate  to  the  mesenteric  glands,  but 
as  far  as  we  know  there  is  no  penetration  into  the  general  circulation. 

Poisonous  Products  of  the  Dysentery  Bacilli. — The  separate  types  of 
dysentery  bacilli  vary  exceedingly  in  their  powers  to  pro  luce  toxic 
substances.  Of  all  the  various  types  which  have  been  described,  the 
strongest  poisons  have  been  produced  with  bacilli  of  the  Shiga-Kruse 
variety,  less  regularly  active  ones  with  bacilli  of  the  Flexner  and  of  the 
"  Y"  type.  In  fact,  investigations  carried  out  with  the  Shiga  bacillus 
have  tend(Kl  to  show  that  the  disease  itself  is  probably  a  true  toxenu'a, 


'Zinsser,  Proc.  N.  Y.  Path.  Soc.,  1907.     ^  Shiga,  C^nt.  f.  Bakt.,  xxiii,  1898. 
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its  symptoms  being  referable  almost  entirely  to  the  absorption  of  the 
poisonous  products  of  the  bacillus  from  the  intestine. 

The  earliest  investigations,  carried  on  chiefly  upon  rabbits,  which 
are  more  suscjptible  to  this  poison  than  any  other  animals,  showed  that 
even  small  doses  of  cultures  of  this  bacillus  administered  intravenously 
or  subcutancously  would  produce  death  within  a  very  short  time. 
Conradi,'  Vaillard^  and  Dopter,  and  others,  finding  that  toxic  symptoms 
were  almost  as  pronounced  when  dead  cultures  were  given  as  when  the 
living  bacilli  were  administered,  came  to  the  conclusion  that  the  poisons 
of  this  bacillus  were  chiefly  of  the  endotoxin  type.  More  recently  Todd,' 
Kraus,*  and  Rosenthal^  have  claimed  independently  that  they  were 
able  to  demonstrate  strong  soluble  toxins,  similar  in  every  way  to  diph- 
theria toxin.  Kraus  and  Doerr,®  moreover,  claim  to  have  further  cor- 
roborated this  by  producing  specific  antitoxins  with  these  substances. 

It  is  easy  to  obtain  poisonous  substances  from  dysentery  cultures 
in  considerable  strength,  both  by  extracting  the  bacilli  themselves 
and  by  filtration  of  properly  prepared  cultures.  It  is  therefore  not 
unlikely  that  both  types  of  poison  are  produced  by  the  bacilli. 
NeLsser  and  Shiga  ^  obtained  toxins  by  emulsifying  agar  cultures  in 
sterile  salt  Bolution,  killing  the  bacifli  at  60°  C,  and  allowing  them  to 
extract  at  37.5°  C.  for  three  days  or  more.  The  filtrates  from  such  emul- 
sions were  extremely  toxic.  The  simplest  method  of  obtaining  poisons 
from  these  bacilli  is  to  cultivate  them  for  a  week  or  longer  upon  moder- 
ati'ly  alkaline  meat-infusion  broth.  At  the  end  of  this  time,  the  micro- 
organisms thems('lv{\s  may  be  killed  by  heating  to  60°  and  the  cultures 
filtered.  According  to  Doerr,*  th(j  toxins  may  be  obtained  in  the  dry 
state  by  precipitation  with  ammonium  sulphate  and  re-solution  of  the 
prcicipitate  in  wat(^r. 

The  action  of  the  dysentery  toxin  upon  animals  is  extremely 
characteristic!  and  throws  much  light  upon  the  disease  in  man.  The 
injection  of  a  large  dose  intravenously  into  rabbits  causes  a  rapid 
fall  in  tempcratun^  marked  respiratory  embarrassment,  and  a  violent 


» Canratii,  I)cut.  med.  Woch.,  1903. 

2  VailUird  et  Dopter,  Ann.  de  I'inst.  Pasteur,  1903. 

>  Todd,  Brit.  Mod.  Jour.,  Dec,  1903,  and  Jour,  of  Hyg.,  4,  1904. 

«  Kraus,  Monatschr.  f.  Oesundheit.  Suppl.  11,  1904. 

»  Rosenthal,  Deut.  mod.  Woch.,   1904. 

«  Kraus  und  Doerr,  Wien.  klin.  Woch.,  xlii,  1905. 

'  Neisser  and  S?n'ga,  Deut.  med.  Woch.,  1903. 

*  Doerr, ''  Das  Dy sen terie toxin,"  Jena,  1907. 
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diarrhea.  This  is  at  fii*st  wator>',  hitor  contains  hirge  amounts  of  blooil. 
If  the  animals  live  a  sufficient  length  of  time,  paralysis  may  occur,  the 
animal  may  fall  to  one  side  or  may  drag  its  posterior  extremities.  It  is 
a  remarkable  fact  that  intravenous  inoculation  gives  rise  to  intestinal 
inflammation  of  a  severe  nature,  unquestionably  due  to  the  excretion 
of  the  poison  by  the  intestinal  mucosa  and  limited,  usually,  to  the  ce- 
cum and  colon,  rarely  attacking  the  small  intestine.  Flexner,*  who  ha.s 
experimented  extensively  upon  this  question,  believes  it  probable  that 
most  of  the  pathological  lesions  occurring  in  th(^  intestinal  canal  of  dysen- 
tery patients  are  referable  to  this  excretion  of  dysentery  toxin,  rather 
than  to  the  direct  local  action  of  the  bacilli. 

Toxins  from  the  Shiga-Kiiise  type  are  the  most  potent  and  tho:!!0 
which  cause  paralysis. 

Immunization  with  Dysentery  Bacilli. — The  immunization  of  small 
animals,  such  as  rabbits  and  guinea-pigs,  against  dysentery  bacilli, 
especially  those  of  the  Shiga  type,  is  attended  with  much  difficulty, 
owing  to  the  great  toxicity  of  the  cultures.  Nevertheless,  successful 
results  may  be  accomplished  by  the  administration  of  extremely  small 
doses  of  living  or  dead  biu'illi,  increased  ver}'  gradually  and  at  sufficient 
intervals.  Horses  may  be  more  easily  imnumized.  The  serum  of  such 
actively  immunized  animals  contains  agglutinins  in  considerable  con- 
centration and  of  a  specificity  sufficiently  illustratf»d  in  the  preceding 
section  dealing  with  the  identification  of  the  various  species.  For 
diagnostic  purposes  in  human  b(»ings,  the  agglutination  reaction,  accord- 
ing to  the  technique  of  the  Widal  reaction  for  typhoid  fever,  has  been 
utilized  by  Kruse  '  and  others.  According  to  most  observers,  normal 
human  serum  never  agglutinates  dysc^ntery  bacilli  in  dilutions  greater 
than  one  in  twenty,  while  the  senmi  of  dysentery  pati(>nts  will  often  be 
active  in  dilutions  as  high  as  one  in  fifty. 

Bactericidal  substances  have  been  domonst  rated  in  the  serum  of  im- 
munized animals  as  well  as  in  the  serum  of  diseased  human  beings. 
These  have  been  detennined,  in  vitro ^  by  Shiga,^  and  by  the  intraperito- 
neal techm'que  of  PfeifTer  by  Ivruse.^  Bacteriolysis  may  take  place  in 
high  dilutions  of  the  serum,  and  has  recently  been  used  for  the  diflferen- 
tiation  of  the  types  of  the  dysc^nterv  bacilli  by  Ohno.'* 

True  antitoxins  in  immune  sera  have  been  recently  descrilxid  by 
Kraus  and  Doerr.® 


>  Flexncr,  Jour.  Kxp.  Med.,  S,  1900.  ^  Kruse,  Deut.  iiunl.  Wocli..  1901 

*  Shiga,  Zoit.  f.  Hyg.,  xli.  *  Kruse,  Dout.  iiumI.  Wocli.,  1903 

»  Ohno,  Philippine  Jour,  of  Sci.,  vol.  i,  1900.    «  KrcHitt  uiul  Doerr,  loc.  cit. 
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Passive  immunization  of  animals  and  human  beings  with  the  serum 
of  highly  immunized  horses  has  been  variously  attempted  by  Shiga/ 
Kraus,^  Gay,'  and  others.  All  these  observers  have  reported  distinct 
benefit  to  the  patients  and  a  reduction  of  the  mortality  by  the  use  of 
such  sera.  Striking  and  rapid  reductions  of  temperature  and  rapid  con- 
valescence, after  a  single  injection,  have  occasionally  been  observed. 
The  earlier  workers  were  inclined  to  attribute  the  beneficial  results  of 
these  sera  entirely  to  their  bactericidal  value. 

Todd  has  recently  demonstrated  that  the  mixture  of  such  an  unmune 
serum  with  solutions  of  toxin  and  exposure  of  the  mixture  at  37.5°  C. 
for  a  half  hour  would  produce  almost  complete  neutralization  of  the 
poison,  thus  demonstrating  that  at  least  a  large  part  of  the  beneficial 
action  of  the  immune  sera  was  due  to  a  true  antitoxic  process.  Be- 
cause of  the  different  varieties  of  dysentery  bacilli,  polyvalent  serum  has 
been  recommended.  Prophylactic  vaccination  of  human  begins  with 
dead  dysentery  cultures  has,  so  far,  led  to  no  practical  result. 

»  ShigOf  Dcut.  nicd.  Woch.,  1901.  =»  Kraus,  ioc.  cit. 

»(/ay,  Penn.  Med.  Bull.,  1902. 
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BACILLUS    MUCXDSUS   CAPSULATUS,    BACILLUS   LACTIS    AfiROGENES, 

BACILLUS    PROTEUS 

BACILLUS    MU008U8   CAPSULATUS 

(Bacterium  pneumonicBy  Friedldnder^s  bacillus,  PneumobaciUus) 

In  1882,  Friedliinder  *  announced  the  discovery  of  a  microorganism 
which  he  believed  to  be  the  incitant  of  lobar  pneumonia  and  which,  in 
his  original  communications,  he  described  as  a  "  micrococcus." 

A  superficial  morphological  resemblance  between  Friedlander's 
microorganism  and  Diplococcus  lanccolatus,  now  recognized  as  the  most 
frequent  cause  of  lobar  pneumonia,  led,  at  first,  to  much  confusion,  and 
it  was  not  until  several  years  later,  owing  to  the  careful  researches  of 
Frankel  ^  and  of  Weichselbaum,'  that  the  "  micrococcus  "  of  Friedlander 
was  recognized  as  a  short,  encapsulated  bacillus  which  occurred  in 
lobar  pneumonia  exceptionally  only.  Similar  bacilli  were  subsequently 
found  by  other  observers,  bacilli  which,  mainly  upon  morphological 
grounds,  are  classified  together  as  the  "Friedlander  group,"  or  the 
"group  of  Bacillus  mucosus  capsulatus." 

Morphology  and  Staining. — The  Friedlander  bacillus  is  a  short,  plump 
bacillus  with  rounded  ends,  subject  to  great  individual  variations  as  to 
size.  Its  average  measurements  are  from  0.5  to  1.5  micra  in  width  and 
0.6  to  5  micra  in  length.  Forms  approaching  both  extremes  may  be  met 
with  in  one  and  the  same  culture.  The  short,  thick  forms,  frequently 
found  in  animal  and  human  lesions,  are  almost  coccoid  and  account  for 
Friedlander's  error  in  first  describing  the  bacillus  as  a  micrococcus. 
The  bacilli  may  be  single,  in  diplo-form,  or  in  short  chains.  They  are 
non-motile  and  possess  no  flagella.    Spores  are  not  formed. 

The  bacillus  is  characteristically  surrounded  by  a  well-developed 
capsule  which  is  most  perfectly  demonstrated  in  preparations  taken 
directly  from  some  animal  fluid,  such  as  the  secretion  or  exudate 
from  infected  areas.    It  is  also  seen,  however,  in  smears  made  from  agar 

» Friedlander,  Virchow's  Arch.,  Ixxxvii,  1882;  Fort.  d.  Med.,  i,  1883;  ibid., 
ii,  1884. 

»  Frankel,  Zeit.  f.  klin.  Med.,  x,  1886. 
»  Weichselbaum,  Med.  Jahrb.,  Wien,  1886. 
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or  ti;oliitiii  cultui'c^s.  The  capsule  is  usually  large,  twice  or  thix»c  times 
the  siz(^  of  the  bacillus  itself.  When  seen  in  chains  or  in  groups,  several 
bacilli  may  appear  to  be  inclos(Hl  in  one  caj)sul(\  Prolon«i:ed  cultivatiuii 
on  agar  or  gelatin  may  result  in  disai)pearanco  of  X\\o  capsuh*.  The  bacil- 
lus is  easily  stained  with  the  ordinary  dyc^s,  but  is  decolorize*!  when 
stain<»(l  by  th(^  (Iram-nK^thod.  Capsules  may  often  bo  s<H'n  when  the 
more  intense*  anilin  dyes  luv  employe*!.  They  are  brought  out  with  nmch 
regularity  by  any  of  tlui  UMial  capsule  stains. 

Cultivation. — B.  nmcosus  capsulatus  is  easily  cultivatec!.     It  grows 
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readily  on  all  the  usual  culture  media,  l)()th  on  those*  haying  a  m(»at- 
infusion  basis  and  on  those  made  with  me:il  extiact.  (Irowtli  takes 
})lac{;  at  room  teniperatun^  (1S°  to  -0^'J  and  more  rnpidly  at  37..")°  C.  A 
temi)(*rature  of  VAV  C.\  and  over  kills  the  bacilli  in  a  short  time.  The  ther- 
mal dealh-poinl  according  to  Sternberg  is  r)(>'M\  (Irowth  ceas(\s  below 
10°  to  12"  (\  Kei)t  at  room  t(Mnperalure  and  ])r()tected  from  (irj'ing, 
th(^  baeilhis  may  remain  alive,  in  cultures,  for  several  months. 

The  bacillus  is  not  very  fastidious  as  to  reaction  of  media,  growing 
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equally  well  on  moderately  alkaline  or  acid  media.  It  is  aerobic  and 
facultatively  anaerobic;  growth  under  anaerobic  conditions,  however, 
is  not  luxuriant. 

On  agar^  growth  appears  in  the  form  of  grayish-white  mucus-like 
colonies,  having  a  characteristically  slimy  and  semi-fluid  appearance. 
Colonies  have  a  tendency  to  confluence,  so  that  on  plates,  after  three  or 
four  days,  a  large  part  of  the  surface  appears  as  if  covered  with  a  film  of 
glistening,  sticky  exudate,  which,  if  fished,  comes  off  in  a  tenacious, 
stringy  manner.  It  is  often  possible  to  make  a  tentative  diagnosis  of 
the  bacillus  from  the  appearance  of  this  growth. 

In  broth ^  there  is  rapid  and  abundant  growth,  with  the  formation 
of  a  pellicle,  general  clouding,  and  lat(T  the  development  of  a  profuse, 
stringy  sediment. 

Stab  cultures  in  (jelatin  show,  at  first,  a  white,  thin  line  of  growth 
along  the  coui-se  of  the;  puncture.  Soon,  however,  rapid  growth  at 
th(i  top  results  in  tht^  formation  of  a  grayish  mucoid  droplet  on  the 
surface,  which,  enhirging,  gives  the  growth  a  nail-like  appearance.  This 
nail-shape  was  originally  described  by  Friedlander  and  regarded  as  diag- 
nostic for  the  bacillus.  The  gelatin  is  not  fluidified.  As  the  culture  grows 
older  the  entiie  surface  of  the  gelatin  tube  may  be  covered  with  groA^i^h, 
flowing  out  from  the  edges  of  the  nail-head.  The  gelatin  acquires  a  darker 
color  and  there  may  l)e  a  few  gas  bubbles  below  the  surface.  Micro- 
scopically, colonies  on  g(»latin  plates  have  a  smooth  outline  and  a  finely 
granular  or  even  homogeneous  consistency. 

On  blood  aenufij  a  confluent  mucus-like  growth  appears. 

On  potato,  abundant  growth  appears,  slightly  more  brownish  in  color 
than  that  on  other  media. 

In  pepton  solutions^  there  is  no  indol  formation. 

In  tnilh,  there  is  abundant  growth  and  marked  capsule  develop- 
ment.    Coagulation  occurs  irn^gularly. 

In  c()nsi< hiring  the  g(m(Tal  cultural  characteristics  of  the  Fried- 
hinder  bacillus,  it  must  not  be  forgott(»n  that  we  are  dealing  with  a 
rather  heterogeneous  grouj),  the  individuals  of  which  an^  subject  to 
many  minor  variations.  C'ajDsule  development,  lack  of  motility,  in- 
ability to  fluidify  g(»latin,  failure  to  form  indol,  and  absence  of  spores,  are 
characteristics  common  to  all.  In  size,  general  appearance,  gas  forma- 
tion, and  pathogenicity,  individual  strains  may  vary  much,  one  from 
the  other.     Strong  ^  has  studied  various  races  as  to  gas  formation  and 


*  Strojig,  Cent.  f.  liakt.,  xxv,  1899. 
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concludes  that  most  strains  form  gas  from  dextrose  and  levulose,  but 
that  lactose  is  fermented  by  some  only,  other  strains  forming  no  gas  from 
this  sugar.  About  two-thirds  of  the  gas  formed  is  hydrogen,  the  rest 
COj.  Acid  formation,  according  to  Strong,  is  also  subject  to  much  varia- 
tion among  different  races. 

Similar  studies,  made  by  Perkins,^  have  shown  that  most  of  the 
ordinary  cultural  characteristics  of  bacilli  of  this  group  are  extremely 
variable  and  can  not  serve  as  a  basis  for  differentiation.  Reactions  on 
sugars,  however,  are  more  constant  and  Perkins  suggests  a  tentative 
division  into  three  classes  on  this  basis,  as  follows: 

I.  All  carbohydrates  fennented  with  the  formation  of  gas. 

II.  All  carbohydrates,  except  lactose,  fermented  with  the  formation 
of  gas. 

III.  All  carbohydrates,  except  saccharose,  fermented  with  the  forma- 
tion of  gas. 

Type  I.  corresponds  to  B.  aerogem^s  (Migula), 

Type  II.  to  B.  Friedlandcr  or  Bacterium  pneumoniie  (Migula),  and 

Type  III.  to  Bacillus  lactis  acrogenes. 

Differentiation  by  means  of  serum  reactions  has  not  proved  satis- 
factory. 

Pathogenicity. — When  Friedlander  first  described  this  microorganism, 
he  assumed  it  to  be  the  incitant  of  lobar  pneumonia.  Subsequent  re- 
searches by  Weichselbaum  ^  and  others  have  shown  it  to  be  etiologically 
associated  with  pneumonia  in  about  seven  or  eight  per  cent  of  all  cases. 
The  percentage  in  this  comitry  is  probably  lower.  In  such  cases 
the  diagnosis  can  often  be  made  by  the  presence  of  the  bacilli  in  the 
sputum,  which  has  a  peculiarly  sticky  and  stringy  character.  Cases  of 
Friedlander  pneumonia  are  extremely  severe  and  usually  end  in  death. 
The  bacillus  has  been  found  in  connection  with  ulcerative  stomatitis 
and  nasal  catarrh,  and  by  Zinsser  in  tw^o  cases  of  severe  tonsillitis 
in  children.  Frankel  and  oth(»rs  have  frecjuently  found  the  bacilli  in 
the  pus  from  suppurations  in  the  antrum  of  Ilighmore  and  the  nasal 
sinuses.  It  has  also  been  demonstrated  in  cases  of  fetid  coryza  (ozena), 
of  which  disease  it  is  supposed  by  Abel  ^  and  others  to  be  the  specific 
cause.  Whether  the  ozena  bacillus  repres(»nts  a  separate  species  or  not, 
can  not  at  present  be  decided.  The  bacillus  of  Friedlander  has  lx»en 
found  in  empyema  fluid,  in  pericardial  exudate  (after  pneumonia),  and 

»  Perkins,  Jour,  of  Infect.  Dis.,  I,  No.  2,  1904. 
^  Weichselbaum,  loo.  cit. 
»  Abel,  Zeit.  f.  Hyg.,  xxi 
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in  spinal  fluid.*  Isolated  cases  of  Friedlander  bacillus  septicemia  have 
been  described.^ 

Being  occasionally  a  saprophytic  inhabitant  of  the  normal  intestine, 
it  has  been  believed  to  be  etiologioally  associated  with  some  forms  of 
diarrheal  enteritis. 

B.  mucosus  capsulatus  is  pathogenic  for  mice  and  guinea-pigs,  less  so 
for  rabbits.  Inoculation  of  susceptible  animals  is  followed  by  local  in- 
flammation and  death  by  septicemia.  If  inoculation  is  intraperitoneal, 
there  is  formed  a  characteristically  mucoid,  stringy  exudate. 

The  question  of  immunization  against  bacilli  of  the  Friedlander 
group  is  still  in  the  stage  of  experimentation.  Immunization  with 
carefully  graded  doses  of  dead  bacilli  has  been  successful  in  isolated  cases. 
Specific  agglutinins  in  immune  serum  have  been  found  by  Clairmont,* 
but  irregularly  and  potent  only  against  the  particular  strain  used  for 
the  immunization. 

OTHER  BACILLI  OF  THE  FRIEDLINDER  QROUP 

Bacillus  of  Rhinoscleroma. — ^This  bacillus  was  discovered  by  v. 
Frisch  *  in  1882.  It  is  a  plump,  short  rod,  with  rounded  ends,  morpho- 
logically almost  identical  with  Friedlander's  bacillus;  it  is  non-motile 
and  possesses  a  distinct  capsule.  Although  at  first  described  as  Gram- 
positive,  it  has  been  shown  to  be  decolorized  when  this  method  of  stain- 
ing is  used.  Its  cultural  characteristics  are  almost  identical  with  those 
of  B.  mucosus  capsulatus.  It  forms  similar  slimy  colonies,  has  a  nafl- 
like  appearance  in  gelatin  stab  cultures,  and  in  pepton  solutions  pro- 
duces no  indol.  According  to  Wilde,^  it  differs  from  B.  mucosus  cap- 
sulatus in  fonning  no  gas  in  dextrose  bouillon,  in  producing  no  acid 
in  lactose  bouillon,  and  in  never  coagulating  milk. 

Pathogenicitif. — The  bacillus  of  rhinoscleroma  is  but  moderately 
pathogenic  for  animals  delicately  susceptible  to  the  bacillus  of  Fried- 
lander. Rhinoscleroma,  the  disease  produced  by  this  bacillus  in  man, 
consists  of  a  slowly  growing  granulomatous  inflammation,  located  usu- 
afly  at  the  external  nares  or  upon  the  mucosa  of  the  nose,  mouth, 
pharjmx,  or  larynx.  It  is  composed  of  a  number  of  chronic,  hard, 
nodular  sw(»llings,  which,  on  histological  examination,  show  granulation 
tissue  and  productive  inflammation.     In  the  meshes  of  the  abundant 

»  Jdger,  Z<?it.  f.  Hyj^;..  xix.  «  Hovard,  Johns  Hopkins  Hosp.  Bull.,  1899. 

>  Clairmont,  Zeit.  f.  Hyg.,  xxxix.     *  v.  Frisch,  Wien.  med.  Woch.,  1882. 

i  Wilde,  Cent.  f.  Bakt..  xx,  1896. 
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connective  tissue  lie  many  large  swollen  nells,  the  so-callecl  "  Mikulifz 
cells." '  The  rhinosclcroma  bacilli  lie  within  these  cells  and  in  the 
intercellular  spaces.  They  can  be  denionstrat(?d  in  histological  sections 
and  can  be  cultivated  from  the  lesions,  usually  in  pure  culture.  Rhino- 
scleroma  is  rare  in  America.  It  is  most  prevalent  in  Southeastern 
Europe.  The  <lisease  is  slowly  progressive  and  comparatively  intract- 
able to  surgical  treatment,  but  hardly  ever  affects  the  general  health 
unless  by  mechanical  obstruction  of  the  air  passages. 

B.  Oueius. — The  work  of  Abel '  und  others  has  shown  that  ozena,  or 


— Bacilluh   <ip   Rhinimclekoma.     IJoction   of   tiiuiiii:   Hlinwing   the  micro- 
organiiuiia  wiUiin  Mikulicz  cclbi.     (After  I'riLiiku)  oiid  I'fi/ifTcr.) 


fetid  nasal  catarrh,  is  almost  always  associated  with  a  bacillus  morpho- 
logically and  culturally  almost  identical  with  H.  mucosus  capsiilatus. 
The  bacillus  can  not  be  definitely  separated  from  the  latter.  Accortling 
to  Wilde*  it  forma  no  gaa  in  dextrose  bouillon  and  is  less  pathogenic 
for  mice  than  B.  Friedlandcr,  Whether  it  is  a  separate  species,  or 
merely  an  atypical  form  changed  by  environment,  can  not  be  stated 
at  present. 


1  Mikvlict,  Arch.  f.  t^hir.,  xx,  187fi.  '  Abfl.  Zcit.  f.  Hyg., 
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BACILLUS   LAOTIS   AliROaENES 

Bacillus  lactis  aerogenes  is  the  type  of  a  group  which  is  closely 
similar  to  the  colon  group  and  often  distinguished  from  it  with  difficulty. 
It  was  first  described  by  Escherich  ^  in  1885  who  isolated  it  from  the 
feces  of  infants.  Since  then  it  has  been  learned  that  this  bacillus  is  almost 
constantly  present  in  milk,  and,  together  with  one  or  two  other  micro- 
organisms, is  the  chief  cause  of  the  ordinary  souring  of  milk.  Apart  from 
its  occurrence  in  milk,  moreover,  the  bacillus  is  widely  distributed  in 
nature,  being  found  in  feces,  in  water,  and  in  sewage.  It  is  distinguish- 
able from  the  colon  bacillus  chiefly  by  the  fact  that  it  is  non-motile, 
possesses  no  flagella,  hardly  ever  forms  chains,  and,  when  cultivated  upon 
suitable  media,  especially  milk,  it  possesses  a  distinct  capsule.  It  differs 
from  the  colon  bacillus,  furthermore,  in  that  it  is  capable  of  feimenting 
polysaccharids,  such  as  starch,  and  does  not  form  indol  upon  pep- 
ton  media.  It  is  distinguishable  from  the  bacillus  of  Friedlander 
(B.  mucosus  capsulatus),  according  to  Wilde,^  by  its  more  energetic 
gas  formation  in  dextrose  broth,  its  ability  to  produce  acid  on  lactose 
media,  and  its  invariable  coagulation  of  milk. 

The  bacillus  is  about  0.5  to  1  micron  in  width  and  2  to  4  micra  in 
length.  It  grows  easily  upon  the  simplest  media,  is  a  facultative  anae- 
robe, and  grows  most  abundantly  at  a  temperature  between  25°  and 
30°  C. 

Upon  agar  and  gelatin  it  grows  readily  with  a  heavy  white  growth, 
the  colonies  of  which  have  a  tendency  to  confluence  and  are  distinctly 
more  mucoid  in  appearance  than  are  those  of  Bacillus  coli. 

In  broth,  it  causers  a  general  clouding  and  a  pellicle.  The  cultures 
have  a  slightly  vsour  or  cheesy  odor. 

On  potatOy  th(»  growth  is  hc^avy  and  gas  is  formed. 

On  mUk,  there  is  raj)id  coagulation  and  acid  formation.  It  is  charac- 
teristic of  this  bacillus  that  it  is  capable  of  producing  a  large  amount  of 
acid,  chiefly  lactic,  and  of  being  able  to  withstand  these  large  amounts 
of  acid  without  being  injured  by  them. 

The  pathogenicity  of  Bacillus  lactis  aerogenes  for  man  is  slight. 
Its  chief  claims  to  importance  lie  in  its  milk-coagulating  properties 
and  its  almost  constant  presence  in  the  human  intestine.  In  infants,  it 
may  give  rise  to  flatuh^nce  and  it  has  been  occasionally  observed  as  the 


»  Escherich,  Fort.  d.  Med.,  10, 17, 1885.     '  Wilde,  Cent.  f.  Bakt.,  xx,  1896. 
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sole  incitant  of  cystitis.  Among  such  cases  rare  instances  have  been 
observed  in  which  it  has  formed  gas  in  the  bladder  (pneumaturia). 
When  this  occurs  the  urine  is  not  ammoniacal  but  remains  acid. 

Different  strains  of  this  bacillus  vary  much  in  their  pathogenicity 
for  animals.  Wilde  claims  that  it  is  more  pathogenic  for  white  mice  and 
guinea-pigs  than  is  the  bacillus  of  Friedlander.  He  speaks  of  it  as  the 
most  virulent  member  of  this  group.  Kraus,  writing  in  Fluegge's 
"Miki-oorganismen/^  rates  its  pathogenicity  less  high. 

Closely  related  to  this  bacillus,  as  well  as  to  those  of  the  Friedlander 
group,  is  an  encapsulated  bacillus  isolated  from  a  case  of  broncho- 
pneumonia by  Mallpiy  and  Wright,*  which  is  strongly  pathogenic  for 
mice,  guinea-pigs,  and  rabbits. 

BACILLI  OF  THE   PROTEUS   QROUP 

The  bacilli  of  this  group  have  little  pathological  interest,  but  are  im- 
portant because  of  the  frequency  with  which  they  are  encountered  in 
routine  bacteriological  work.  They  may  confuse  the  inexperienced 
because*  of  a  superficial  similarity  to  bacilli  of  the  colon-typhoid  grrjup. 
In  form  they  may  Ix)  short  and  plump  or  long  and  slender,  staining  easily 
with  anilin  dyes  and  decolorizing  with  Gram's  method.  They  are 
actively  motile  and  possess  many  flagella.  The  individuals  stain  irreg- 
ularly, often  showing  unstained  areas  near  the  center.  The  type  of  the 
group  is  found  in  the  so-called  Bacillus  proteus  vulgaris  descril^ed  by 
Hauser "  in  1S85. 

Bacilli  of  this  group  are  widely  distril)ute(l,  being  found  in  water, 
soil,  air,  and  wherever  putrefacrtion  takes  place.  In  fact,  proteus  is  one 
of  the  true  putrefactive  bacteria  possessing  the  power  to  cause  the  cleav- 
age of  piotei<ls  into  their  simplest  radicles. 

Bacillus  proteu^s  vuhjnrlH  grows  best  at  temperatuix\s  at  or  a})Out 
25°  C.  and  develo])s  upon  the  simplest  media.  It  is  a  facultative  anae- 
robe and  forms  no  spores. 

In  broth,  it  produces  rapid  clouding  with  a  pellicle  and  the  forma- 
tion of  a  mucoid  sediment. 

In  (jelatin,  the  colonies  arc  characteristically  irregular,  giving  the 
name  to  this  group. 

Gelatin  is  nipidly  liquefied.  Liquefaction,  however,  is  diminished 
or  even  inhibited  under  anaerobic  conditions. 


I  Mallory  and  Wrighi,  Zeit.  f.  Hyg.,  xx,  189,5. 
^Ilauscr,  ^'Ueber  Faulniss-Bakt./'  Leipzig,  1885. 
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On  agar  and  other  solid  media,  as  well  as  upon  gelatin  before  lique- 
faction has  taken  place,  characteristic  colonies  are  produced.  From  the 
central  flat,  grayish-white  colony  nucleus,  numerous  irregular  streamera 
grow  out  over  the  surrounding  media,  giving  the  colony  a  stellate 
appearance. 

On  potato^  it  forms  a  dirty,  yellowish  growth. 

In  milk,  there  is  coagulation  and  an  acid  reaction  at  first;  later  the 
casein  is  redissolved  by  proteolysis. 

Blood  serum  is  often  liquefied,  but  not  by  all  races. 

The  pathogenic  powers  of  proteus  bacilli  are  usually  slight.  Largo 
doses  injected  into  animals  may  give  rise  to  localized  abscesses.  In  man 
proteus  infections  have  been  described  as  occurring  in  the  bladder;  in 
most  cases,  however,  in  combination  with  some  other  microorganism. 
The  so-called  Urobacillus  liquefaciens  scpticus  described  by  Krogius 
was  probably  a  variety  of  this  group.  Epidemics  *  of  meat  poisoning 
have  been  attributed  to  members  of  the  proteus  family  by  some  ob- 
servers. Thus  Wcsenberg^  was  able  to  cultivate  a  proteus  bacillus 
from  putrid  meat  which  had  caused  acute  gastroenteritis  in  sixty-three 
individuals.  Similar  epidemics  have  been  reported  by  Silberschmidt,' 
Pfuhl,*  and  others.  In  some  of  these  the  bacilli  proved  to  be  unusually 
toxic  when  injected  into  animals,  but  could  not  be  recovered  from  the 
organs  after  death. 

»  Schnitzler,  Cent.  f.  Bakt.,  viii,  1890.        '  Weaenberg,  Zeit.  f.  Hyg.,  xxviii,  1898. 
a  Silberschmidt,  Zeit.  f.  Hyg.,  xxx,  1899.  *  Pfuhl,  Zeit.  f.  Hyg.,  xxxv,  1900. 


CHAPTER  XXXI 
BACILLUS  TETANI 

Lockjaw  or  tetanus,  though  a  comparatively  infrequent  disease, 
has  been  recognized  as  a  distinct  clinical  entity  for  many  centuries. 
The  infectious  nature  of  the  disease,  however,  was  not  demonstrated 
until  18S4,  when  Carlo  *  and  Rattone  succeeded  in  producing  tetanus  in 
rabbits  by  the  inoculation  of  pus  from  the  cutaneous  lesion  of  a  human 
case.  Nicolaier,^  not  long  after,  succeeded  in  producing  tetanic  symp- 
toms in  mice  and  rabbits  by  inoculating  them  with  soil.  In  connec- 
tion with  the  lesions  produced  at  the  point  of  inoculation,  Nicolaier 
descril)ed  a  bacillus  which  may  have  been  Bacillus  tetani,  but  which  he 
was  unable  to  cultivate  in  pure  culture.  lutasato,'  in  1889,  definitely 
solved  the  etiological  problem  by  obtaining  from  cases  of  tetanus  pure 
cultures  of  bacilli  with  which  he  was  able  again  to  produce  the  disease 
in  animals. 

Kitasato  succeeded  where  others  had  failed  because  of  his  use  of 
anaerobic  methods  and  his  elimination  of  non-spore-bearing  con- 
taminating organisms  by  means  of  heat.  His  method  of  isolation 
was  as  follows:  The  material  containing  tetanus  bacilli  was  smeared 
upon  the  surface  of  agar  slants.  TIkjsc  were  permitted  to  develop  at 
incubator  temperature  for  twenty-four  to  forty-eight  hours.  At  the  end 
of  this  time  the  cultures  were  subjected  to  a  temperature  of  80®  C.  for 
one  hour.  The  purpose  of  this  was  to  destroy  all  non-sporulating 
bacteria,  as  well  as  aerobic  spore-bearers  which  had  developed  into 
the  vegetative  form.  Agar  platens  w(»n^  then  inoculated  from  the  slants 
and  exposed  to  an  atmosphei-e  from  which  oxygen  had  been  com- 
pletely eliminated  and  hydrogen  substituted.  On  these  plates  colonies 
of  tetanus  bacilli  (l(>velopod. 

Morphology  and  Staining. — The  bacillus  of  tetanus  is  a  slender  bacil- 
lus, 2  to  5  micra  hi  lenj^th,  and  0.3  to  O.S  in  breadth.  The  vegetative 
fonns  which  occur  chiefly  in  young  cultures  are  slightly  motile  and  are 

»  Carlo  o  Rattone,  riiomale  d.  R.  Acad.  d.  Torino,  1884. 
=  Xicolaier,  Tnau^.  Diss.,  Gottingen.  ISS.'S. 
3  Kitasato,  Dcut.  lued.  Woch.,  No.  xxxi,  1889. 
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seen  to  posscaa '  numerous  pcritrichal  flagella,  when  stained  by  special 
methods.  After  twenty-four  to  forty-eight  houra  of  incubation,  the 
length  of  time  depending  somewhat  on  the  nature  of  the  medium  and 
the  d(!grec  of  anaerobiosis,  the  bacilli  develop  spores  which  are  char- 
acteristically located  at  one  end,  giving  the  bacterium  the  diagnostic 
drumstick  appearance. 

As  the  cultures  grow  older  the  spore-bearing  forma  completely  super- 


H 

PR 

Vi 

Wmr™-': 

V.V 

•   J-  ^'''  >  •. 

/ 

,      >,              '      *■- 

•■  •   •    fVv,/-' 

1> 

',     -r,.^'-- 

.  96.— Bacilli's  t 


sede  the  vegetative  ones.  \'eryold  cultures  contain  spore-bearing  bacilli 
and  spores  only. 

The  tetanus  bacillus  is  easily  stained  by  the  usual  anilin  dyes,  and 
reacts  positively  to  dram's  stain.  Flagella  staining  ia  successful  only 
when  very  young  cult  urea  arc  employed. 

Distribution. — In  nature,  the  tetanus  bacillus  has  been  found  by 
Nicolaier  and  others  to  occur  in  the  supeilicial  layers  of  the  soil.    The 

I  Votlaier,  Zeit.  f.  Hyg.,  xxvii. 
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earth  of  cultivated  and  manured  fields  accma  to  harbor  ttits  orgaBism 
with  espe<iai  frequency,  probably  because  of  its  presence  in  the  dejecta 
of  some  of  the  domcMtiL-  animals. 

Biological  Obuact«iistic8. — The  bacillus  of  tetanus  ia  generally  de- 
scribed as  an  obligatory  anaerobe.  While  it  is  unquestionably  true 
that  growth  is  ordinarily  obtained  only  in  the  complete  absence  of 
oxygon,  various  observers,  notably  Fcrran  *  and 
Bolfanti/  ha^'c  succcHsfully  habituated  the  bacillus 
to  aerobic  conditions  by  the  gradual  increase  of 
oxygen  in  cultures.  Habituation  to  aerobic  eon<li- 
tions  has  usually  been  accompanied  by  diminution 
or  loss  of  pathogenicity  and  toxin-formation. 
Anaerobic  conditions  may  likewise  be  dispensed 
with  if  tetanus  bacilli  be  grown  in  symbiosis  with 
some  of  the  aerobic  bacteria.  Tho  addition  to 
culture  media  of  suitable  carbohydrates,  and  of 
fresh  sterile  liver  tis.-iue,  has  also  been  found  to 
render  it  less  exacting  as  to  absolute  anacrobiosls.' 

.Vnacrobically  cidtivated,  Hocillus  tetani  grows 
readily  upon  meat-infusion  broth,  which  it  clouds 
within  twenty-four  to  thirty-six  liours.  Anaerobic 
broth  cultures  may  be  simply  made  by  covering  the 
surface  of  the  medium  with  a  layer  of  allx)lin  or 
any  other  oil,  and  removing  the  uir  by  boiling. 

Upon  mi-at-in fusion  t/clalin  at  20°  to  22°  C.  the 
t^'tanus  bacillus  grows  n-adiiy,  growth  becoming 
visible  during  the  second  or  third  day.  There  is 
slow  fiuidifit-ation  of  the  gelatin. 

Ona</ar,  at  IJT.oT.,  growlh  appears  within  forty- 
eight  houra.  Colonies  on  agar  plutes  present  a  rather 
(■haiwteri.stic  appearance,  consisting  of  a  compact 
center  surrounded  by  a  looses  ni<'shwork  of  fine  fila- 
ments, not  unlike  the  medusa-head  ajjpcarance  of  subtilis  colonies. 
In  agar  stabs,  fine  radiating  processes  gniwing  out  in  all  directions 
from  the  central  stab  tend  to  give  the  cuhurc  the  apix-aranee  of  a  fluff 
of  cotton.  Milk  is  a  favondile  culture  medium  ami  L*  not  coagulatwi. 
On  pofati),  growlh  is  delicate  and  liaixlly  visible. 

'  /V-mm.  (Vnl.  f.  lli.kt..  xiiv.  No.  1, 
'  IM/nnti,  Arch.  \»t  Ic  Hci,  metl.,  xvi. 
"  rh.  Smith,  Brown,  und  Walker.  Jour.  Mrtl.  Rpk..  .V.  S.,  ix.  1906. 
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The  most  favorable  temperature  for  the  growth  of  this  bacillus  is 
37.-»°  C.  SHght  alkalinity  or  neutrality  of  the  culture  media  is  most  ad- 
V 11  ntufjoouM,  though  moderate  acidity  does  not  altogether  inhibit  growth. 
All  the  media  named  may  be  rendered  more  favorable  still  by  the  ad- 
dition of  one  or  two  per  cent  of  glucose,  maltose,  or  sodium  formate.' 
In  media  containing  certain  carbohydrates,  tetanus  bacilli  produce  acid. 
In  gelatin  and  agar,  moilcrato  amounts  of  gas  are 
prndnri'd.  consi:4ting  chiefly  of  COj,  but  with  the 
adinixtun's  of  other  volatile  substances  which  give 
riric  to  a  chai-actiTistically  unpleasant  odor, not  unlike 
that  (if  putrefying  organic  matter.  This  odor  is  due 
largely  to  H^S  and  methylmercaptan. 

The  vegetative  foniis  of  the  tetanus  bacillus  are 
not  uioni  i-csistant  ugain.st  heat  or  chemical  agents 
tlian  the  vegetative  forms  of  other  microorganisms. 
Tetanus  sjioivs,  hiiwever,  will  resist  dry  heat  at 
,S()°  ('.  for  alntut  one  hour,  live  steam  for  al}out 
five  minutes;  five  per  cent  carbolic  acid  killfi  them 
in  twelve  to  fifteen  houra;  one  per  cent  of  bichlo- 
lid  of  inerc^urj'  in  two  or  three  hours.  Direct 
sunlight  diminishes  their  virulence  and  eventually 
<lestii)yn  Ihein.'  Protected  from  sunlight  and  other 
tleleterious  influences,  tetanus  spores  may  remain 
vialile  and  vindent  for  many  yeai-s,  Henrijean  * 
has  n-poi-ted  her  success  in  proctueing  tetanus  with 
bricilli  from  a  splinter  of  wood  iiifect^ed  eleven 
years  befi)re. 

Pathogenicity.^ — The  comparative  infri'i|ueney  of 
tetnnus  inf<'cUoii  is  in  marked  contrast  to  the  wido 
distiibution  of  ih<'  bacilli  in  nature.  Intniduced  into 
the  aiiiuird  l»nly  as  spores,  and  free  from  toxin,  they  ,y  (iLrcmtM  Au.\k. 
may  often  fail  to  incite  <ti.Hease,  easily  falling  prey  to 
phagocytosis  and  other  piiitective  agencies  before  the  vegetative  forms 
develop  and  lo\in  is  formed.  The  protective  impiirtance  of  phagocyto- 
sis was  demiinstr:ile<l  by  Vaillard  and  Hoiiget.'  who  introduced  tetanus 
spores  iiieliisi'd  in  ]niper  sacs  into  the  animal  liody.      Hy  tlu'  paper  cnp- 

'Kilo:«lln.  Z..il.   f.    Mv)!..   Will. 

-  r.  Ki'Ur  mill  I'rihnim.  ill  Levadili,  " niiii.lbiicli."  Ptc,  Jftia.  1!«)7. 
'Il>nnj:iii.  Ann.  rl..  lii «oc.  nit-ci.  cliir,  ilc  Li^Rc.  ISill. 
'  V,iilliu:l  rl  lluwiel.  .\mi.  .le  rin^l.  PaHlcur.  1892. 
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sules  the  spores  were  protected  from  the  leucocytes,  not  from  the  body 
fluids.  NovcTtheless,  tetanus  developed  in  the  animals.  The  nature  of 
the  wound  and  the  simultaneous  presence  of  other  microorganisms  seem 
to  be  important  factors  in  determining  whether  or  not  the  tetanus  bacilli 
shall  be  enabled  to  proliferate.  Deep,  lacerated  wounds,  in  which  there 
has  been  considerable  tissue  destruction,  and  in  which  chips  of  glass, 
wood  splinters,  or  grains  of  dirt  have  become  embedded,  are  particulariy 
favorable  for  the  development  of  these  germs.  The  injuries  of  compound 
fractures  and  of  gunshot  wounds  arc  especially  liable  to  supply  these 
conditions,  and  the  presence  in  such  wounds  of  the  common  pus  cocci, 
or  of  other  more  harmless  parasites,  may  aid  materially  in  furnishing  an 
environment  suitable  for  the  growth  of  the  tetanus  bacilli.  Apart  from 
its  occurrence  following  trauma,  tetanus  has  been  not  infrequently  ob- 
served after  childbirth,*  and  isolated  cases  have  been  reported  in  which 
it  has  followed  diphtheria  and  ulcerative  lesions  of  the  throat.* 

A  definite  period  of  incubation  elapses  between  the  time  of  infection 
with  tetanus  bacilli  and  the  development  of  the  first  symptoms.  In 
man  this  may  last  from  five  to  seven  days  in  acute  cases,  to  from  four 
to  five  weeks  in  the  more  chronic  ones.  Experimental  inoculation  of 
guinea-pigs  is  followed  usually  in  from  one  to  three  days  by  rigidity  of 
the  muscles  nearest  the  point  of  infection.  This  spastic  condition  rapidly 
extends  to  other  parts  and  finally  leads  to  death,  which  occurs  within 
four  or  five  days  after  infection. 

Autopsies  upon  human  beings  or  animals  dead  of  tetanus  reveal  few 
and  insignificant  lesions.  The  initial  point  of  infection,  if  at  all  evident, 
is  apt  to  be  small  and  innocent  in  appearance.  Further  than  a  general 
and  moderate  congestion,  the  organs  show  no  pathological  changes. 
Hacilli  are  found  sparsely  even  at  the  point  of  inflection,  and  have  been 
but  rarelv  demonstrated  in  the  blood  or  viscera.  Nicolaier  succeeded 
in  producing  tetanus  with  the  organs  of  infect (h1  animals  in  but  eleven 
out  of  fifty-two  cases.  More  recently,  Tizzoni "'  and  Creite  *  have  suc- 
ceeded in  cultivating  tetanus  bacilli  out  of  the  spleen  and  heart's  blood 
of  infected  human  beings. 

Tetanus  Toxin. — The  pathogenicity  of  the  tetanus  bacillus  depends 
entirely  upon  the  soluble  toxin  which  it  produces.  This  toxin  is  produceil 
in  suitable  media  bv  all  strains  of  vinil(»nt  tetanus  bacilli,  individual 
strains  showing  less  variation  in  this  resj)ect  than  do  the  separate  strains 


»  Baginsky,  Dcut.  incnl.  Woch.,  1893.  =  Foges,  Wien.  nicil.  Woch.,  1895. 

»  Tizzoni,  Ziegler's  Beit.,  vii.  *  Creite,  Cent,  f,  Bakt.,  xxxvii. 
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of  diphtheria  bacilli.  While  partial  aerobiosis  does  not  completely  elimi- 
nate toxin  formation,  anaerobic  conditions  arc  by  far  morc  favorable  for 
its  development. 

The  medium  most  frequently  employed  for  the  production  of  tetanus 
toxin  is  neutral  or  slightly  alkaline  beef-infusion  bouillon  containing  five- 
tenths  per  cent  NaCl  and  one  per  cent  pepton.  Glucose,  sodium  formate, 
or  tincture  of  litmus  may  be  added,  but  while  these  substances  increase 
the  speed  of  growth  of  the  bacilli  they  do  not  seem  to  enhance  the  de- 
gree of  toxicity  of  the  cultures.  Glucose  is  said  even  to  be  unfavorable  for 
strong  toxin  development.  It  is  important,  too,  that  the  bouillon  shall 
be  freshly  prepared.*  There  does  not  seem  to  be  any  direct  relationship 
between  the  amount  of  growth  and  the  degree  of  toxicity  of  the  cultures. 
Under  anaerobic  conditions  in  suitable  bouillon  and  grown  at  37.5°  C, 
the  maximum  toxin  content  of  the  cultures  is  reached  in  from  ten  days 
to  two  weeks.    After  this  time  the  toxin  deteriorates  rapidly. 

Tetanus  toxin  has  been  produced  without  resort  to  anaerobic 
methods  by  several  observers,  notably  by  Debrand,'  by  cultivating  the 
bacilli  in  bouillon  in  symbiosis  with  Bacillus  subtilis.  By  this  method, 
Debrand  claims  to  have  produced  toxin  which  was  fully  as  potent  as 
that  produced  by  anaerobic  cultivation. 

The  tetanus  toxin,  in  solution  in  the  bouillon  cultures,  may  be  sepa- 
rated from  the  bacteria  by  filtration  through  Berkefeld  or  Chamberland 
filters.  Since  the  poison  in  such  filtrates  deteriorates  veiy  rapidiy, 
much  more  rapidly  even  than  diphtheria  toxin,  various  methods  have 
been  devised  to  obtain  the  toxin  in  the  solid  state.  The  most  useful  of 
these  is  precipitation  of  the  poison  out  of  solution  by  oversaturation 
with  ammonium  sulphate.^  Very  little  of  the  toxin  is  lost  by  this  method 
and,  thoroughly  dried  and  stocked  in  vacuum  tubes,  together  with  an- 
hydrous phosphoric  acid,  it  may  be  preserved  indefinitely  without  dete- 
rioration. The  precipitate  thus  fomicd  is  easily  soluble  in  water  or 
salt  solution,  and  therefore  permits  of  the  preparation  of  uniform  solu- 
tions for  purposes  of  standardization. 

Brieger  and  Boer*  have  also  succeeded  in  precipitating  the  toxin 
out  of  broth  solution  with  zinc  chloride.  Vaillard  and  Vincent  *  have 
procui'ed  it  in  the  diy  state  by  evaporation  in  vacuo. 

'  Vaillard  et  Vincent,  Ann.  de  I'inst.  Pasteur,  1891. 

=  Dehrand,  Ann.  de  I'inst.  Pasteur,  1890,  1902. 

'  Brieger  und  Cahn,  Zeit.  f.  Hyg.,  xv. 

<  Brieger  und  Boer,  Zi'it.  f.  Hyj^.,  xxi. 

'  Vaillard  et  Vincent,  Ann.  de    I'inst.  Pasteur,  1891. 
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Bricger  and  Cohn/  Brieger  and  Boer,'  and  others  have  attempted 
to  isolate  tetanus  poison,  removing  the  proteids  from  the  ammonium  sul- 
phate precipitate  by  various  chemical  methods.  The  purest  preparation^j 
obtained  have  been  in  the  form  of  fine  yellowish  flakes,  soluble  in  water, 
insoluble  in  alcohol  and  ether.  Solutions  of  this  substance  have  failed 
to  give  the  usual  proteid  reactions. 

The  toxin  when  in  solution  is  extremely  sensitive  to  heat.  Kita- 
sato  "*  states  that  exposure  to  68°  C.  for  five  minutes  destroys  it  com- 
pletely. Dry  toxin  is  moi*e  resistant,*  often  withstanding  temperatures 
of  120°  C.  for  more  than  fifteen  minutes.  Exposure  to  direct  sunlight 
desti-oys  the  poison  in  fifteen  to  eighteen  hours.^ 

Interesting  experiments  as  to  the  action  of  eosin  upon  tetanus  toxin 
have  been  carried  out  by  various  observers.  Flexner  and  Noguchi* 
found  that  five  per  cent  eosin  added  to  the  toxin  would  destroy  it 
within  one  hour.  This  action  is  ascribed  to  the  photodynamic  power 
of  the  eosin. 

The  toxin  exerts  an  extremely  low  osmotic  pressure  and  is  easily 
destroy(»d  by  electric  currents. 

Tetanus  toxin  is  one  of  the  most  powerful  poisons  known  to  us. 
Filtrates  of  broth  cultures,  in  quantities  of  0.000,005  c.c,  will  often  prove 
fatal  to  mice  of  ten  grams  weight.  Dry  toxin  obtained  by  ammo- 
nium sulphate  precipitation^  is  quantitatively  even  stronger,  values  of 
0.000,001  grams  as  a  lethal  dose  for  a  mouse  of  the  given  weight  not 
being  uncommon.  Brieger  and  Cohn  ^  succeeded  in  producing  a  dr>' 
toxin  capable  of  killing  mm)  in  doses  of  0.000,000,05  gram. 

Different  species  of  anhnals  show  great  variation  in  their  suscepti- 
bility to  tetanus  toxin.  Human  beings  and  horses  are  probably  the  most 
susceptible  species  in  proportion  to  their  body  weight.  The  common 
domestic  fowls  are  extremely  resistant.  Calculated  for  grams  of  body 
weight,  the  horse  is  twelve  times  as  susceptible  as  the  mouse,  the  guinea- 
pig  six  tiin(\s  as  susceptible  as  the  mouse.  The  hen,  on  the  other  hand, 
is  20(),0(K)  times  more  resistant  than  tlu*  mouse. 


'  Briber  unci  Cohn,  loc.  cit. 

=  Brieger  nnd  Boer,  Zeit.  f.  Hyg.,  xxi. 

3  Kitiisalo,  Zeit.  f.  Hy^.,  x. 

<  Morax  et  Marie,  Ann.  de  I'inst.  Pasteur,  1902. 

*  Fermi  und  Pernossi,  Cent.  f.  Bukt.,  xv. 

*  Flexner  and  Noguehi,  ''Studies  from  Rockefeller  Inst./'  v.,  1905. 
7  Brieger  und  Cohn,  loc.  cit. 

»  Brieger  und  Cohn.,  Zeit.  f.  Hyg.,  xv. 
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After  the  inoculation  of  an  animal  with  tetanus  toxin  there  is  always 
a  definite  period  of  incubation  before  the  toxic  spasms  set  in.  This 
period  may  be  shoii/Cned  by  increase  of  the  dose,  but  never  entirely 
eliminated/  When  the  toxin  is  injected  subcutaneously,  spasms  begin 
first  in  the  muscles  nearest  the  point  of  inoculation.  Intravenous 
inoculation,^  on  the  other  hand,  usually  results  in  general  tetanus  of 
all  the  muscles.  The  feeding  of  toxin  does  not  produce  disease,  the 
poison  being  passed  through  the  bowel  unaltered. 

The  harmful  action  of  tetanus  toxin  is  generally  attributed  to  its 
affinity  for  the  central  nervous  system.  Wassermann  and  Takaki ' 
showed  that  tetanus  toxin  was  fully  neutralized  when  mixed  with  brain 
substance.  Other  organs — liver  and  spleen,  for  instance — showed  no  such 
neutralizing  power.  The  central  origin  of  the  tetanic  contractions  was 
made  very  evident  by  the  work  of  Gumprecht,*  who  succeeded  in  stop- 
ping the  spasms  in  a  given  region  by  division  of  the  supplying  motor 
nerves. 

The  manner  in  which  the  toxin  reaches  the  central  nervous  system 
has  been  extensively  investigated,  chiefly  by  Meyer  and  Ransom,  and 
Marie  and  Morax.  Meyer  and  Ransom  ^  from  a  series  of  careful  experi- 
ments reached  the  conclusion  that  the  toxin  is  conducted  to  the  nerve 
centers  along  the  paths  of  the  motor  nerves.  Injected  into  the  circu- 
lation,'  the  toxin  reaches  simultaneously  all  the  motor  nerve  endings, 
producing  general  tetanus.  In  this  case  too,  therefore,  the  poison  from 
the  blood  can  not  pass  directly  into  the  central  nervous  system,  but 
must  follow  the  route  of  nerve  tracts. 

These  observations  have  been  of  great  practical  value  in  that  they 
pointed  to  the  desirability  of  the  injection  of  tetanus  antitoxin  directly 
into  the  nerves  and  the  central  nervous  system  in  active  cases. 

Tetanolysin. — Tetanus  bouillon  contains,  besides  the  "tetano- 
spasmin  "  described  above  which  produces  the  familiar  symptoms  of  the 
disease,  another  substance  discovered  by  Ehrlich  '  and  named  by  him 
''tetanolysin."  Tetanolysin  has  the  power  of  causing  hemolysis  of 
the  red  blood  corpuscles  of  various  animals,  anil  is  an  entirely  separate 


'  Courmont  et  Doyen,  Arch,  de  phys.,  1893. 

2  Ransom,  Deut.  med.  Woch.,  1893. 

'  Wassennann  iind  Takaki,  Berl.  klin.  Woch.,  1898. 

*  Gumirrechi,  Pfliiger's  Arch.,  1895. 

^  Meyer  and  Ransom,  Arch.  f.  exp.  Phann.  u.  Path.,  xlix. 

«  Marie  et  Mffrax,  Ann.  de  I'inst.  Pasteur,  1902. 

'  Ehrlich,  Berl.  klin.  Woch.,  1898. 
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substance  from  tetanospasmin.  It  may  be  removed  from  toxic  broth 
by  admixture  of  red  blood  cells,  is  more  themiolabile  than  the  tetano- 
spasmin, and  gives  rise  to  an  antihemolysin  when  injected  into  animals. 
For  the  production,  standardization,  and  use  of  tetanus  antitoxin,  see 
p.  220  et  seq. 


CHAPTER   XXXII 

BACILLUS  OF  SYMPTOMATIC  ANTHRAX,    BACILLUS  OF  MALIGNANT 
EDEMA,  BACILLUS  AEROGENES  CAPSULATUS,  BACILLUS 

BOTULINUS 

BAOJLLUS  OF  S7MPTOBIATI0  ANTHRAX 

{BaciUus  anthracis  symptomatici,  Rauschbrand,  Charbon  symptamatiquef 

Sarcophysematos  bovis) 

Symptomatic  anthrax  is  an  infectious  disease  occurring  chiefly 
among  sheep,  cattle,  and  goats.  It  is  colloquially  spoken  of  as  "  quarter- 
evil"  or  ** blackleg."  The  disease  has  never  been  observed  in  man.  It 
was  formerly,  and  is  often  to-day,  confused  with  true  anthrax,  largely 
because  of  a  superficial  similarity  between  the  clinical  symptoms  of 
the  two  maladies.  Bacteriologically,  the  two  microorganisms  are  in 
entirely  different  classes. 

Geographically,  symptomatic  anthrax  is  of  wide  distribution  and 
infection  is  usually  through  the  agency  of  the  soil  in  which  the  bacillus 
is  present,  probably  in  the  form  of  spores  which  may  retain  viability 
and  pathogenicity  for  several  years. 

Morphology  and  Staining. — The  bacillus  of  symptomatic  anthrax  is 
a  bacillus  with  rounded  ends,  somewhat  shorter  and  relatively  thicker 
than  the  bacillus  of  malignant  ede^ma,  being  about  four  to  six  micra 
long,  and  five-tenths  to  six-tenths  micra  wide.  It  is  usually  seen  singly 
and  never  forms  long  chains.  The  bacillus  in  its  vegetative  form  is 
actively  motile  and  possesses  numerous  flagella  placed  about  its 
periphery.  In  artificial  media  it  forms  spores  which  are  oval,  broader 
than  the  rod  itself,  and  placed  near,  though  never  actually  at,  the 
end  of  the  bacillary  body.  This  gives  the  bacillus  a  racket-shaped 
appearance. 

It  is  readily  stained  with  the  usual  anilin  dyes,  but  is  decolorized  by 
Gram's  method  of  staining. 

Cultivation. — The  bacillus  is  a  strict  anaerobe.  It  was  obtained  in 
pure  culture  first  by  Kitasato.*     Under  anaerobic  conditions  it  is  easily 

» Kiiasato,  Woch.  f.  Hyg.,  1889. 
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cultivated  upon  the  usual  laboratory  media,  all  of  which  are  more 
favorable  after  the  addition  of  glucose,  glycerin,  or  nutrose.  In  all 
media  there  is  active  gas  formation,  which,  owing  to  an  admixture  of 
butyric  acid,  is  of  a  foul,  Bour  odor.  The  bacillus  is  not  very  delicate 
in  its  requirements  of  a  special  reaction  of  media,  growing  equally  well 
on  those  slightly  acid  or  slightly  alkaline. 

On  gelatin  plates,  at  20°  C,  colonies  appear  in  about  twenty-four 
hours,  usually  round  or  oval,  with  a  compact  center  about  which  fine 
radiating  filaments  form  an  opaque  halo.    The  gelatin  is  fluidified. 


^^ 


Fia.  99.— Bacillus  of  Sy.mptomatic  Anthrax.     (After  Zettnow.) 

Surface  coloiii(;s  iipf)ri  aijiir  plates  are  circular  and  made  up  of  a 
slightly  graniilur  compact  center,  from  which  a  thinner  peripheral  zone 
emanates,  containing  microscopically  a  tangle  of  fine  threads. 

In  agar  stabs,  at  37.5°  C,  growth  appears  within  eighteen  boure, 
rapiilly  spreading  from  the  lino  of  stab  as  a  diffuse,  fine  cloud.  Gas 
fonnation,  osiwcially  near  the  bottom  of  the  tube,  rapidly  leads  to  the 
formation  of  bubhlcH  ami  later  to  extensive  splitting  of  the  medium. 
Ill  gelatin  stab  cultures  growth  is  similar  to  that  in  agar  stabs,  though 
loss  rapid. 

Pathogenicity. — Symptomatic  anthrax  bacilli  are  pathogenic  for 
cattle,  sheep,  and  goats.  By  far  the  largest  number  of  cases,  possibly 
the  only  spontaneous  ones,  appear  among  cattle.  Guinea-pigs  are  very 
susceptible  to  experimental  inoculation.     Horses  are  very  little  susccp- 
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tibic  Dogs,  cats,  rabbits,  and  birds  are  immune.  Man  also  appears 
to  he-  absolutely  immune.  Spontancoii-s  infection  occurs  by  the  en- 
tninci'  of  infected  soil  into  abrasions  or  wound.s,  u.sually  of  the  lower 
rxtit-'tnities.  Infection  depends  to  some  extent  upon  the  relative  tle- 
grec  of  virulence  of  the  bacillus — a  variable  factor  in  this  species. 
Twelve  to  twenty-four  hours  after  inoculation  there  appears  at  the 
point  of  entrance  a  soft,  puffy  swelling,  which  on 
judpation  is  found  to  emit  an  emphysematous  crack- 
linf;.  The  emphysema  spreads  rapidly,  often  reaching 
the  abdomen  and  chest  within  a  day.  The  course 
of  the  disease  is  extremely  acute,  the  fever  high, 
the  {general  pi-o.stration  extreme.  Denth  may  result 
within  three  or  four  days  after  inoculation. 

\t  autopsy  the  swollen  area  is  found  to  he 
infiltrated  with  a  thick  exudate,  blood-tinged  and 
foiim\-.  Subcutaneous  tissue  and  muscles  are 
eilemiitous  and  crackle  with  gas.  The  interna) 
organs  show  jiarenchymatous  degeneration  and 
liemorrhafiic  areas.  The  bacilli,  immediately  after 
death,  are  found  but  sparsely  distributed  in  the 
blood  and  internal  organ.'*,  but  are  demonstrable  in 
en(imiou.s  numbers  in  the  edema  surrounding  the 
central  focus. 

If  carcasses  are  allowed  to  lie  unburied  for  some 
time,  the  bacilli  will  attain  a  general  distribution, 
and  the  entire  botly  will  be  found  bloated  with  gas, 
the  organs  filleil  with  hubbies.  Practically  identical 
conditions  arc  found  after  experimental  inocula- 
tion. Fig.     100.— Ba- 

Tozing. — .\ccoiiling  to  the  investigations  of  I^v     cillum   o?   Svhp- 
clainche    and  \'ailce,'    the    bacillus  of    symptomatic     tomatic  Anthrax. 
,1  I  111.'         T.  ■         .  f  1     Culture  in  Klucoac 

anthrax  produces  u  soluble  toxm.     It  is  not  formed 

to  any  extent   in   ordinarj' broth,  but   is  fonned  in 
con.fidiTiLblc  (luantities  in  broth  containing  blood  or  albuminous  ani- 
mal fhii<ls. 

The  best  medium  for  obtaining  toxin,  according  to  the  same  authors, 
is  the  bouillon  of  Martin,'  made  up  of  equal  parts  of  veal  infusion  and  a 
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pcfpton  :¥}l\iuon  obtained  from  the  macerated  tissues  of  the  stomachs  of 
pig.«<.  The  toxin  contained  in  filtrates  of  such  cultures  is  quite  resistant 
to  heat,  but  rapidly  deteriorates  if  free  access  of  air  is  allowed. 

Tnitnmiity — Active  immunization  against  the  bacillus  of  symptom- 
atic anthrax  was  first  accomplished  by  Arioing '  and  his  collaborators 
bv  the  miF>cutaneous  inoculation  of  cattle  with  tissue-extracts  of  in- 
fc;ct^*d  animals.  The  work  of  these  authors  resulted  in  a  practical 
metho^l  of  immunization  which  is  carried  out  as  follows: 

Two  vaccines  are  prepared.  Vaccine  I  consists  of  the  juice  of  in- 
UiPt4^l  meat,  dricil  and  heated  to  lOCP  C.  for  six  hours.  Vaccine  II  is  a 
similar  meat-juire  heated  to  90°  C,  for  the  same  length  of  time.  By 
the  heating,  the  spores  contained  in  the  vaccines  are  attenuated  to 
relatively  clifTerent  degrees.  Vaccine  I  in  quantities  of  0.01  to  0.02 
cj\  iH  emulsified  in  «t<»riie  salt  solutions  and  injected  near  the  end  of 
thf  tail  of  the  animal  to  \h*  protwted.  A  similar  quantity  of  Vaccine  II 
is  iiijeeted  in  the*  .same?  way  fourt<H»n  days  later. 

Thi.s  method  ha.s  IxH'n  retained  in  principle,  but  largely  modified  in 
detail  by  various  workers.  Kitt '  introduced  the  use  of  the  dried  and 
powrlered  whole  meat  in.stead  of  the  meat  juice,  and  made  only  one 
vaccine,  heat(?d  to  fM°  (\,  for  six  hours.  This  method  has  been  largely 
used  in  this  countr\'.^  Pa.ssive  immunization  with  the  serum  *  of 
aetivc'iy  inimuniz(»d  sh(K*p  and  goats  has  been  used  in  combination  with 
the  methods  of  active  immunization. 


BAOXLLUS  OF  MALIGNANT  EDEBIA 

(BarilluH  (cdemaiis  inaliqni^  Vibrion  septiqiie) 

In  1H77,  Pasteur  ^  describc^d  a  bacillus  which  he  had  found  in  guinea- 
f)i^s  and  rabbits  experimentally  inoculated  with  putrefying  animal 
tissues.  This  bacillus,  which  he  named  "  Vibrion  septique,"  he  suc- 
c(»ede(l  in  cultivating  only  under  anaerobic  conditions  and  in  an  impure 
state,  and  descrilxMl  as  its  pathognomonic  characteristics  the  formation 
of  an  extensive  edema  in  and  about  the  point  of  inoculation. 

'  Arlm'mf.Cornerin.  ot  Th/tmas,  "  I^  Charbon  Sympt.,"  etc.,  Paris,  1887.  Ref. 
from  (IrasslMTgcT  unci  Schattcnfroh,  Kraus  und  Lcvaditi,  "  Handbuch/' etc.,  voL 
i,  pt.  2. 

'  Kitt,  Rof.  from  CJnisHlHTger  und  Schatt<»nfroh,  loc.  cit. 

*  lleport  of  Hurouii  of  Animal  Ind.,  Wash.,  1902. 

*  Arioing,  Lerlainche,  ot  ValUe,  loc.  cit. 

»  Pasteur,  Bull,  de  Tiicad.  de  m6d.,  1877,  p.  793. 
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Koch,'  who  stutiicd  this  infection  in  connection  with  his  work  u[)on 
anthrax  in  lf«>l,  calletl  iittontion  to  the  fact  that  the  bacillus  described 
by  Pasteur  did  not  pi-oducc  a  true  septicemia,  and  suggested  the  temi 
"  Bacillus  of  malignant  e<lema."  which  Is  now  in  general  u--!e. 

(Jaffky-  found  that,  apail  from  its  pn-sence  in  putrid  material,  the 
bacillu.s  occurred  in  the  upper  layers  of  garden  soil  and  in  dust.  It 
has  since  been  fo\md  to  be  widely  distributed  in  nature  and  in  the 
intestines  of  animals  and  of  man.  Its  wide  distribution  ia  unques- 
tionably due  to  the  great  resistance  of  its  spores. 

MoipholoKy  and  Staining. — The  barillus  of  malignant  edema  is  a 


Fig.  101.— Baciu,cs  of  Maliohakt  Edema.     (Aft«r  FrSnkel  and  Pfeiffer.) 

long  slend<T  rod,  not  unlike  the  anthrax  bacillus,  but  decidedly  more 
sleniler.  Its  average  mcasunntients  are  I  micron  in  thickness  and  '.i 
to  S  niicra  in  length.  It  usually  occurs  as  fiingle  rods,  but  fivquently 
appears  in  long  thn-ads  .showing  irw-gular  subilivisiims.  Often  no  sub- 
tiivisions  can  be  seen  and  the  threads  appear  as  long.  homogencHma 
filjinicnts.  These  threads  are  less  frequently  s('en  in  pn-paralions  from 
solid  nii'dia  than  in  tho.se  from  Iwuillon  or  edema  fluid.  The  bacilli 
an'  nmtilc  and  jxissess  numerous  laterally  phice<l  Hagella.  Their  motil- 
ity is  never  veri-  marked  anti    is   often  {-ntirely  alisent.     The  bacillus 

I  K-M-h.  Mill.  II.  ().  kaiK.  ricsiiiiillK-itHuml.  i,  IK81,  p.  52  L>t  acq. 
'  Oaffktj,  .Mitt.  a.  d.  kaix.  CIvsuitillicitiiaint.  im\. 
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producoH  spores  at  trmppraturca  above  20°  C,  whicli  arc  oval,  irrogiilarly 
placed  either  in  the  center  or  slightly  nearer  one  or  the  other  end,  and 
cause  a.  bulging  of  the  bacillary  body. 

It  i«  n-adily  Htaintid  by  any  of  the  usual  anihn  dye^.  Stained  by 
Gram's  method  it  is  decolorized. 

OnlttTatioii. — Bacillus  ccdematis  maligni  is  strictly  anaerobic, 
I'nder  anai'robic  conditions  it  develops  readily  upon 
any  of  the  usual  artificial  nuniia.  The  bacillus  in  not 
vprj'  sensitive  to  the  reaction  of  me<Iia  and  grow.s 
more  luxuriantly  In  all  niecha  to  which  glucose  ha--» 
been  added.  In  all  media  it  foiina,  by  the  <deava(j^  of 
proteids,  putri<Uy  offensive  gaaes. 

In  gelatin  at  room  temperature,  colonies  develop  in 
about  three  days  as  snudi  grayish  Hpherical  prowths, 
which  microscopically  show  an  arrangement  in  radial 
filament.s.     The  gelatin  is  fluidified. 

In  gelatin  stab  cultiuvs  grcmth  Ix'gins  as  n  white 
colunm  extending  to  within  a  centimettT  of  the  top 
of  the  medium.  Soon  irn'gutarlj'  ra<liating  proo'snos 
tlevelop  laterally  and  gas  bubbles  appear,  bn-aking  up 
the  medium. 

Stab  cultures  in  agar  whow  growth  within  twenty- 
four  to  thirty-six  hours  at  ;J7..')°  C,  appearing  at  first 
as  a  whiti'  line,  but  soon  showing  a  cloud-like  Ijitersil 
extension  along  the  entire  line  of  the  stab.  If  s\igar 
is  present  bubbles  appear  throughout  the  me<lium. 

In  broth  there  is  gcnentl  doubling  and  a  granular 
Be<liment;  no  pellicle  is  formed.     Milk  is  slowly  coag- 
ulated.    On  blood  serum  growth   is  verj'  luxuriant. 
Fig.  102.— Ba-    ^  potaifi,!^  medium  useii   in  the  earliest  studies   of 
MONANT  Edkua     ^^^  baclllus  by  Gaffky,  the  bacillus  grows  readily, 
(.'iilture  in  glu-  Isolation    may   be    accomplished    by  any  of    the 

cose  agar.  onlinary  aiioeixtbie    plating    methods.      The   bacillus 

can  usually  be  obtained  for  subsequent  isolation  by 
injection  of  n  susceptible  animal  with  soil,  especially  that  of  gardens  or 
manun^l  fields. 

Pathogenicity. — Th(;  bacillus  is  pathogenic  for  mice,  guinea-pigs, 
rabbits,  horses,  dogs,  sheep,  pigs,  some  birds,  and  man.  Cattle  were 
fonnerh-  regarded  as  immune,  an  opinion  which  has  since  been  found  to 
be  erroneous. 
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Subcutaneous  inoculation  of  pure  culture  into  a  susceptible  subject 
produces,  within  twenty-four  to  thirty-six  hours,  an  acute  edematous 
inflammation  al)out  the  point  of  inoculation.  The  edema  extends 
throughout  the  subcuticular  and  deeper  layers,  and  consists  of  thin, 
slightly  bloody  fluid.  Neighboring  lymph  nodes  become  swollen  and 
hemorrhagic.  In  the  mixed  infections  of  accidental  inoculation,  but 
more  rapidly  in  experimental  inoculations  with  pure  cultures,  gas  is 
fomied  and  consequent  subcutaneous  emphysema.  Together  with  this 
there  are  symptoms  of  general  toxemia.  In  the  smaller  U^st  animals  this 
(h's(\ase  is  usually  fatal.  At  autopsy  the  bacilli  are  found  in  tlrc  edema 
fluid  about  the  local  lesion.  At  autopsies  done  soon  after  death,  the 
organisms  arc  not  found  in  the  blood  or  internal  organs.  Later  they 
may  be  generally  distributed  throughout  the  body.  In  mice  only  may 
the  bacilli  center  the  blood  stream  befon^  death.  The  internal  organs 
of  animals  dead  of  this  infection  usually  show  parenchymatous  degen- 
eration and  occiisionally  hemorrhages. 

Malignant  edema  is  not  a  frequent  disease.  It  has  been  occasionally 
ol)served  in  horses,  in  cattle,  and  in  sheep.  In  man  the  infection  usually 
appears  after  traumatism  or  secondarily  after  compound  fractures  or 
upon  the  site  of  suppurating  wounds.  Isolated  cases  have  been  de- 
scribed as  arising  after  hypodermic  injections.  One  case  has  been 
report(Hl  as  arising  in  the  uterus  after  instrumental  abortion. 

Immunity. — Recovery  from  an  infection  with  the  bacillus  of  malig- 
nant edema  produces  immunity  against  subsequent  infections.*  The 
bacillus  in  fluid  media  produces  small  amounts  of  a  soluble  toxin  which 
in  bacteria-free  filtrates  is  capable  of  killing  guinea-pigs.  Relatively 
large  (juantities  of  filtrate  must  be  employed.  Roux  and  Chamberland,' 
the  first  to  work  upon  these  toxins,  were  able,  by  means  of  them,  to 
imnuinizc^  guinea-pigs.  Similar  immunity  could  be  produced  by  treat- 
ment with  the  toxic,  filtered  sera  of  animals  dead  of  the  disease.' 


BAOILLnS  AEROGENES  CAPSULATUS 

Bacillus  aerog(*nes  capsulatus  was  first  observed  by  Welch  and  fully 
d(\scribed  bv  Welch  and  Xuttall  *  in  1892.     It  is  identical  with  a  bacillus 


»  Arloimj  d  Chauveau,  Ann.  de  in^d.  \^i.,  1884. 

^  Roux  et  Chambcrland,  Ann.  de  Tinst.  Pasteur,  1887. 

^Sanjelice,  Zeit.  f.  Hyg.,  xiv. 

^  Welch  and  NuUall,  Bull.  Johns  Hopkins  Hosp.,  iii,  1892,  p.  81. 
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later  described   by  Fniiikel/  and  named  by  him  Bacillus  phlegmonis 
emphysematosa). 

Similar,  probal)ly  identical,  bacilli  have  been  found  and  reported  sub- 
sequently by  other  observers,  ignorant  of  the  work  of  Welch  and  Nuttall. 
Such  are  the  B.  perfringens  (Veillon  and  Zuber) ,  and  B.  emphyscmatis 
vagina)  (Lindenthal,  Wien.  klin.  Woch.,  1897),  and  others. 

Welch  ^  fii*st  obtained  the  bacillus  from  the  intravascular  blood  of  a 
case  of  ruptured  aortic  aneur^'sm,  autopsied  six  hours  after  death ,  his 
attention  being  called  to  the  blood  particularly  by  the  existence  of  air 
bubbles  throughout  the  v(\ssels. 

Apart  from  its  occurn^nce  in  infected  subjects,  the  bacillus  finds  wide 
distribution  in  nature,  being  found  in  soil,  dust,  and  brackish  water, 
and  in  the  normal  intestinal  tracts  of  human  beings  and  mammals.' 

Morphology  and  Staining. — Bacillus  aerogenes  capsulatus  appears 
usually  as  a  straight  rod,  not  unlike  the  anthrax  bacillus,  but  more 
variable  in  length  and  somewhat  thicker  in  proportion  than  the  lattor. 
Occasionally  bacilli  are  seem  which  are  slightly  curved,  but  these  are 
rare.  The  bacillus  averages  3  to  6  micra  in  length,  but  may  be  three 
or  four  times  longer  than  this.  Mon)  rarely  the  bacillus  may  appear  so 
short  as  to  be  almost  coccoid.  In  artificial  cultures  it  is  usually  thicker 
and  shorter  than  it  is  in  animal  tissues.  The  bacilli  are  generally  single, 
but  are  often  seen  in  short  chains.  Their  ends  are  usually  slightly 
rounded  but,  especially  when  in  chains,  may  be  almost  square.  Chain- 
formation  seems  to  occur  chiefly  in  the  blood,  long  chains  never  occurring 
in  artificial  mcnlia.  This  characteristic  is  regarded  by  Welch  as  a  dis- 
tniguishing  feature  in  differentiating  this  bacillus  morphologically  from 
anthrax.  In  their  first  publication,  Welch  and  Nuttall  did  not  describe 
six)res  as  appearing  in  tliesi?  bacilli.  Dunham,^  however,  in  1895,  found 
six)res  in  cultun^s  grown  upon  blood  serum.  The  spores  seem  to  be 
fornu^d  only  upon  special  media,  rarely  upon  })lain  agar,  never  in  the 
animal  body.  Thc^  spores  are  oval,  and  may  be  placed  centrally  or 
toward  one  (»nd,  one  in  each  bacillus. 

The  bacillus  is  non-motile,  and  does  not  possess  flagella.     It  pos- 


»  Friinkel  (Viit.  f.  Bakt..  xiii,  ISO:^,  p.  13. 

2  Welch,  Hull.  Joluis  Hopkins  Hosp.,  xi,  ]9()().  p.  185. 

'Although  \^.  at»rogon('s  ci»j)sulatus  and  B.  f)hlejnnonis  ornphysematosae  are 
separately  descrilxvl  in  many  books,  notably  Migula's  "  System  d.  Bakteriologie." 
the  rnicn)f)rKanisnis  have  In^en  sliouTi  l)eyond  (piestion  to  \w  identical  and  are 
acknowledged  to  be  so  by  Friinkel  himself. 

*  Dunluim,  Jolms  Hopkins  Hosp.  Bull.,  viii,  1897,  p.  ()8. 
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sessos  a  capsule  which,  however,  can  not  be  constantly  demonstrated. 
The  capsules  are  best  seen  when  preparations  are  made  from  animal 
fluids,  but  can  often  be  d(»monstrated  in  those  stained  from  artificial 
cultures.  They  are  demonstrated  best  by  one  or  the  other  of  the 
ordinary'  capsule  stains. 

The  bacillus  is  stained  easily  by  the  usual  anilin  dyes.  In  tissue 
preparations,  the  bacilli  regularly  retain  the  gentian-violet  when  stained 
by  Gram's  method.  In  smears  from  artificial  culture  media,  while 
most  of  the  bacilli  stain  by  Gram,  many  will  be  seen  wholly  or  partially 
decolorized,  owing  probably  to  the  rapid  production  of  involution  forms. 

Cultivation. — Bacillus  aerogenes  capsulatus  is  an  obligatory  anaerobe. 
The  first  cultivations  by  Welch  and  Nuttall  were  made  in  deep  agar 
stabs.  It  grows  well  upon  all  the  usual  media,  preferring  a  neutral  or 
slightly  alkaline  reaction.  All  media  are  improved  for  the  cultivation 
of  this  bacilhis  by  the  addition  of  glucose,  lactose,  or  some  other  easily 
fermented  carbohvdrate. 

Upon  agar  or  gelatin  plates,  growth  appears  at  37.5°  C.  within 
twenty-four  hours,  as  a  flat,  grayivsh  translucent  round  disk.  The 
margins  of  colonies  are  slightly  irregular  and  fringed.  Gelatin  is  slowly 
liquefied  by  the  large  majority  of  cultures,  but  Welch  states  that  occa- 
sionally liquefaction  does  not  occur. 

In  deep  agar  stabs  or  in  agar  slant  cultures,  especially  in  those  con- 
taining a  carbohydrate,  there  is  a  rapid  formation  of  gas  bubbles,  a 
characteristic  which  is  especially  well  developed  and  lends  the  cultures 
of  this  bacillus  their  chief  diagnostic  feature. 

In  broth,  growth  is  heavy  and  abundant.  At  first  there  is  general 
clouding.  Within  forty-eight  hours,  however,  a  heavy,  white,  flocculent 
sediment  is  fonned.  Owing  to  the  fomiation  of  gas,  broth  tubes  if 
undisturbed  usually  show  a  light  froth  of  bubbles  on  the  surface. 

On  potato,  growth  is  scanty  and  the  medium  possesses  no  advantages 
either  for  cultivation  or  diagnosis.  On  coagulated  blood  serum ^  growth 
is  heavy  and  rapid  and  this  medium  is  especially  adapted  for  spore 
fomiation.  There  is  slight  peptonization  of  the  blood  serum.  In  milk, 
there  is  rapid  coagulation,  rapid  acidification,  and  gas  formation. 

The  carbohydrates,  glucosi*,  lactose,  and  saccharose,  are  fermented 
l)y  this  bacillus.     Mannit  is  apparently  not  fermented. 

Welch  and  Nuttall  state  that  the  bacillus  is  capable  of  producing  gas 
from  proteid  mattxM*.    The  gas  formed,  according  to  Dunham,^  consists  of 


'  Dunham,  loc.  cit. 


472  PATHOGENIC  MICROORGANISMS 

64  per  cent  of  hydrogen,  28  per  cent  of  CO2,  and  S  per  cent  of  a  mix- 
ture of  gases,  chiefly  nitrogen.  The  gas  from  the  infectc<l  animal  body 
is  ignitable  and  burns  with  a  bhiish  hydrogcm  flame. 

Biological  Gonsideratioiui. — The  bacillus,  as  stated,  is  anaerobic.  Its 
anaerobic  r(»(]uireinents,  however,  are  less  exacting  than  those  of  some 
other  anai» robes,  and  in  stab  culturcs  it  will  ofU^n  grow  up  to  the  surfaces 
of  the  stab.  It  grows  lx>st  at  37.5°  C,  but  will  also  develop  at  room 
tenii)eratur(^  (2()°  to  22*^0.). 

Isolation. — The  bacillus  may,  of  course,  \ye  isolated  by  anaerobic 
plating  methods.  It  is  best  isolated,  however,  from  mixed  cultures  by 
animal  inoculation.  If,  for  instance,  it  is  desinul  to  obtain  it  from  a 
mixed  culture  or  from  f(»ces,  a  susp(»nsion  of  about  1  c.c.  of  the 
suspected  nuiterial  is  made  in  />  c.c.  of  sterile*  salt  solution.  This 
is  thoroughly  ennilsificMl  and  filtered  through  a  st(»rile  paj>er.  One 
to  two  c.c.  of  this  suspension  is  then  injected  into  the  car  vein 
of  a  rabbit.  After  four  or  five  minut(\s  the  rabbit  is  killed.  It 
is  thcMi  phic(Ml  in  the  incubator  for  five  to  (4ght  hours.  At  thi* 
end  of  this  time,  the  animal  is  usually  found  tenst»ly  distended  with 
gas.  At  autopsy,  gtis  bubbles  will  be  found  distributed  through- 
out the  organs,  most  characteristically  in  the  liver,  where  isolated 
bubbles  are  found  covering  the  surface*.  From  these  bubbles  cul- 
tures or  smears  mav  be*  taken  for  identification.  Identification  is 
easily  mad(^  from  its  morphology,  its  capsule,  lack  of  motility,  and 
gas  formation. 

Pathogenicity. —  Bacillus  aerogenes  capsulatus  is  highly  pathogenic 
for  guinea-pigs,  but  very  slightly  for  rabbits.  Its  virulence  is  subject 
to  great  variations,  howrvcr,  some  strains  showing  little  if  any  pathogen- 
icity even  for  guinea-pigs.  In  general,  its  pathogenicity  for  the  ordi- 
nary laboratory  animals  may  be  regardcnl  as  slight.  In  man,*  the 
bacillus  has  bec^n  isolated  from  numerous  cas(»s  of  so-called  "t^mphyse- 
matous  gangreiK*^''  (gangrene  foudroyant).  The  infection  usiuUly 
occurs  upon  the  extn^mities  and  is  characterized  by  a  rapidly  necro- 
tizing inflannnation,  with  which  there  occurs  extcMisive  subcutaneous 
emphysema.  Th(»  infection  usunlly  follows  traumatism,^  espeeially 
compoiuid  fractures,  anil  is  ext namely  grave.  The  bacillus  has  also 
lK'(»n  found  in  the  uterus  in    pu<M*peral    infection,^  and    in    the    fetus 

'  Welrh  and  Flexncr,  Jour.  Kxp.  M(hI..  I,  iStMi. 

^  Mann,  \\\\\.  of  Siir^ory.  xix,  IS<M. 

3  HUHHhj(HHt ,  Pro^n^ssivo  MckI..  lSlf<). 

*  Dobbin,  Johns  Hopkins  Hosp.  Bull.,  viii,  1897. 
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doiul  in  utero.  It  has  been  found  in  the  blood  before  death,  by  Gwyn/ 
in  a  case  of  chorea.  The  bacillus  has  also  been  found  in  infectious 
processes  of  various  other  paints  of  the  body,  such  as  the  gastrointes- 
tinal ami  biliary  tracts,  the  lungs,  the  pleura,  and  the  mc^ninges. 

As  stated  above,  this  bacillus  is  frequently  present  in  the  normal 
intestinal  cont(»nts.  Its  presence  in  abnormally  high  proportions,  as 
indicated  bv  a  Gram  stain  of  a  smear  of  the  feces,  has  been  associated 
by  a  number  of  observers  with  various  pathological  conditions.  HerU^r  ^ 
has  recently  studied  this  subject  and  believes  that  the  abnormal  prolif- 
eration of  the  bacillus  in  the  gastrointestinal  tract  has  in  some  way 
(probably  by  toxin  absorption)  an  etiological  relationship  to  p(»niiciou8 
aiu^mia.  This  assertion,  however,  can  in  no  way  be  regarded  as 
conchisively  proven. 

BAOILLnS  BOTULINUS 

Meat  poisoning  was  formerly  regarded  as  universally  dependent  upon 
putrefactive  changes  taking  place  in  infected  meat,  resulting  in  the 
production  of  ptoma'ins  or  other  harmful  products  of  bacterial  putre- 
faction. It  was  not  until  1888  that  certain  of  these  cases  were  definitely 
rec()<^nized  as  true  bacterial  infections,  in  which  the  prefonned  poison 
probably  aided  only  in  establishing  the  infection.  Gartner,  in  that 
yinir,  discov(M-ed  the  Bacillus  enteritidis,  a  microorganism  belonging  to 
the  group  of  the  paracolon  bacilli,  and  demonstrated  its  pres(»nce  both 
in  th(»  infecting  meat  and  in  the  intestinal  tracts  of  patients.  The  char- 
acteristics of  this  type  of  meat  poisoning  have  bwm  discussed  more 
])articuhirly  in  th(»  section  describing  the  bacillus  of  Gartner  and  its 
allied  forms. 

Th(»re  is  another  type  of  meat  poisoning,  however,  which  is  not  only 
much  more  severe  (eniling  fatally  in  almost  25  per  cent  of  th(»  cases),  but 
is  characterized  by  a  clinical  picture  more  significant  of  a  profound 
systemic  toxemia  than  of  a  mere  gastroenteric  irritation.  The  etio- 
logical factor  underlying  this  type  of  infection  was  first  demonstrated 
by  van  Krmengem,'*  in  1896,  and  named  Bacillus  botulinus.  van 
KrnH'ngem  isolatcnl  the  bacillus  from  a  ham,  the  ingestion  of  which 
had  caused  disease  in  a  large  number  of  persons.  Of  the  thirty-four 
individuals  who  had  (»aten  of  it,  all  were  attacked,  alK)ut  ten  of  them 

'  (iinju,  Johns  Hopkins  Hosp.  Bull.,  x,  1899. 

-  J/rrtrr,  "  Bacterial  Infoction  of  the  Intestinal  Tract,"  New  York,  Macmillan,  HK)7. 

*  ran  Ermvmjem,  Cent.  f.  Bakt.,  xix,  1896;   Zeit.  f.  Hyg.,  xxvi,  1897. 
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very  severely,  van  Emicngem  found  the  bacilli  in  large  numbers  lying 
between  the  muscle  fibers  in  the  ham,  and  was  able  to  cultivat<^  the  same 
microorganism  from  the  stomach  and  spleen  of  one  of  those  who  died  of 
the  infection. 

The  results  of  van  Ermengem  have  been  confiiined  by  Romer/  and 
others. 

Morphology  and  Staining. — Bacillus  botulinus  is  a  large,  straight  rod 
with  rounded  ends,  4  to  6  niicra  in  length  by  0.9  to  1.2  micra  in  thickness. 
The  bacilli  are  either  single  or  grouped  in  verj'  short  chains.  Involu- 
tion forms  are  numerous  on  artificial  media.  The  bacillus  is  slightly 
motile  and  possesses  from  four  to  eight  undulated  flagella,  peripherally 
arranged.  Spores  are  formed  in  suitable  media,  most  regularly  in 
glucose-gelatin  of  a  distinctly  alkaline  titer.  The  spores  are  oval  and 
usually  situated  near  the  end  of  the  bacillus,  rarely  in  its  center.  Spores 
are  formed  most  abundantly  when  cultivation  is  carried  out  at  20® 
to  25°  C,  and  are  usually  absent  when  higher  temperatures  are  cm- 
ployed. 

The  bacillus  is  easily  stained  by  the  usual  aqueous  anilin  dyes,  and 
retains  the  anilin-gentian-violet  when  stained  by  Gram.  It  is  necessary-, 
however,  in  carrj'ing  out  Gram's  stain  to  decolorize  carefully  with  alco- 
hol since  overdecolorization  is  easily  accomplished,  leaving  the  result 
doubtful. 

Ooltivation. — ^The  bacillus  is  a  strict  anaerobe.  In  anaerobic  en- 
vironment it  is  easily  cultivated  on  the  usual  meat-infusion  media.  It 
grows  most  readily  at  temperatures  about  25°  C,  less  luxuriantly  at 
temperatures  of  35°  C.  and  over. 

The  bacillus  is  delicately  susceptible  to  the  reaction  of  media, 
growing  only  in  those  which  are  neutral  or  moderat(»ly  alkaline. 

In  deep  stab  cultures  in  one  per  cent  ghwose  agar^  growth  is  at  first 
noticed  as  a  thin,  white  column,  not  reaching  to  the  surface  of  the 
medium.  Soon  the  medium  is  cracked  imd  split  by  the  abundant 
formation  of  gas.  On  agar  plates,  the  colonies  are  yellowish,  opalescent, 
and  round,  and  show  a  finely  fringed  peripher}^ 

On  gclatiUj  at  20°  to  25°  C,  growth  is  rapid  and  abundant,  and 
differs  little  fmm  that  on  agar,  except  that,  besides  the  fonnation  of 
gas,  there  is  (»nergetic  fluidificiition  of  the  medium.  On  glucose-gelatin 
plates,  van  Ermengem  describes  the  colonies  as  round,  yellowish, 
transparent,  and  composed  of  coarse  granules  which,  along  the  periphery" 


»  Riimer,  Cent.  f.  Bakt.,  xxvii,  1900. 
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in  the  zone  of  fluidification,  show  constant  motion.  The  appearance  of 
the  surface  colonies  on  glucose-gelatin  plates  is  regarded  by  the  discov- 
erer as  (liagnostically  characteristic. 

In  glucose  broth  there  is  general  clouding  and  large  quantities  of 
gas  are  formed.  At  35°  C.  and  over,  the  gas  formation  ceases  after  four 
or  five  days,  the  broth  becoming  clear  with  a  yellowish-white  flocculent 
sediment.     At  lower  temperatures  this  does  not  occur. 

Milk  is  not  coagulated  and  disaccharids  and  polysdccharids  are  not 
fermented. 

The  gas  formed  in  cultures  consists  chiefly  of  hydrogen  and  methane. 
All  cultures  have  a  sour  odor,  like  butyric  acid,  but  this  is  not  so  offensive 
as  that  of  some  of  the  other  anaerobic  organisms. 

The  bacillus  lives  longest  in  gelatin  cultures,  but  even  upon  these, 
transplantations  should  be  done  every  four  to  six  weeks,  since  the 
spores  of  this  bacillus  show  less  viability  and  resistance  than  do  those  of 
most  spore-formers. 

Pathogenicity. — Botulism  or  allantiasis,  as  noticed  in  human  beings, 
is,  as  far  as  we  know,  always  due  to  ingestion  of  infected  meat,  usually 
of  ham,  canned  meats,  or  sausages  (botulus  =  sausage).  Symptoms 
appear  only  after  a  definite  period  of  incubation  which  varies  from 
twenty-four  to  forty-eight  hours.  The  first  definite  symptoms  are 
chilliness,  trembling,  and  giddiness.  These  manifestations  are  soon 
followed  by  headache,  occasionally  by  vomiting.  In  contradistinction 
to  the  meat  poisonings  caused  by  other  microorganisms,  those  due  to 
Bacillus  botulinus  may  show  few  or  no  symptoms  directly  referable  to 
the  intestinal  tract.  The  chief  diagnostic  characteristics  of  the  disease 
are  a  group  of  symptoms  referable  to  toxic  interference  with  the  cranial 
nerves.  Loss  of  accommodation,  dilated  pupils,  ptosis,  aphonia,  and 
dysphagia  may  occur.  Fever  is  usually  absent.  Consciousness  is  rarely 
lost.  The  characteristic  symptoms  may  be  produced  in  various  animab 
by  injection  of  living  cultures  or  culture  filtrates,  i.e.,  toxins.  The  most 
susceptible  animals  are  guinea-pigs.  These  may  be  killed  by  the  injec- 
tion of  minute  quantities  of  bouillon  cultures  or  of  toxin.  Preceding 
death,  which  occurs  within  twenty-four  to  thirty-six  hours,  there  may 
be  general  motor  paralysis,  dyspnea,  and  hypersecretion  of  mucus  from 
nose  antl  mouth.  Guinea-pigs  may  be  infected  per  os  as  well  as  by 
hypodeniiic  injections.  Cats,  mice,  and  monkeys  are  highly  susceptible; 
rabbits  are  less  so,  but  still  favorable  subjects  for  experimental  studies. 
Birds,  especially  pigeons,  an*  highly  resistant,  but  react  typically  to 
large  doses.     Autopsies  uj)on  man  or  animals  dead  of  botulism  show 
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general  hyperemia  of  the  organs  with  much  parench>Tiiatous  degenera- 
tion and  many  minute  hemorrhages. 

The  bacilli  have  been  found  in  the  spleen  after  death/  but  van 
Ennengem  does  not  believe  that  they  are  generally  distributed  during 
the  cours(»  of  the  disease.  It  is  believed  by  most  of  those  who  have 
studied  this  dis(*ase  that  poisoning  in  the  human  subject  is  due  to  the 
toxins  prefoniu^l  in  the  infected  meat  by  this  bacillus.  Experiments 
have  shown  that  little  or  no  poison  is  produced  by  the  bacilli  after  gain- 
ing entrance  to  the  human  or  animal  body. 

The  Toxin  of  B.  botulinus. — Bacillus  botulinus  produces  disease 
chiefly  by  nK»ans  of  a  strong  soluble  toxin  secreted  by  it,  and  absorb(Hl 
by  the  infected  subject.  This  toxin  is  active  in  animals  and  presumably 
in  man,  not  only  wh(m  injected  subcutaneously,  but  also  when  intro- 
duced through  th(»  giustrointestinal  canal.  The  poison  has  been  par- 
ticularly studied  by  Hrieger  and  his  collaborators.  It  is  obtained  in 
fdtrates  of  alkaline^  l>ouillon  cultures.  It  has  been  precipitated  out  of 
the  filtrate  by  Hri(»g(»r  and  Kempner '  by  m<»ans  of  a  three  per  cent  zinc 
chlorid  solution  (2  volum(*s  of  3  per  cent  ZnClj).  The  toxin  thus 
obtaincKl  was  sufficiently  powerful  to  kill  a  250-gram  guinea-pig  in  fifty 
houi's. 

Specific  action  of  the  toxin  for  the  nerve-cells  of  the  spinal  ganglia 
has  b(ien  shown  by  Marineseo.^  A  specific  antitoxin  has  been  produced 
by  Kempner  and  Pollack.* 

'  Stricht,  Quoted  fmni  van  Krnieng;eni,  in  KoUe  iind  Wassennann. 
^  Brieycr  uml  Kempner,  Deut.  ined.  Woch.,  xxxiii.  1897. 
3  Marinesco,  Conipt.  rend,  de  I'acad.  des  sci.,  Nov.,  1896. 
*  Kempmr  und  Pollack,  Dent.  nied.  Woeh.,  xxxii,  1897. 


CHAPTER  XXXIII 
THE  TUBERCLE  BACILLUS 

In  view  of  the  clinical  manifestations  of  tuberculosis,  it  is  not  sur- 
prising that  the  infectious  nature  of  the  disease  has  been  suspected  for 
many  centuries.  Transmission  by  means  of  tuberculous  material  was 
first  successfully  accomplished  by  Klencke,  in  1843,  and,  more  elabo- 
rately, by  Villemin,*  in  1865.  It  was  not  until  1882,  however,  that 
Koch  ^  succeeded  in  isolating  and  cultivating  the  tubercle  bacillus. 
Baumgarten '  had  previously  seen  the  bacillus  in  tissue  sections,  but  his 
researches  were  limited  to  purely  morphological  observations.  Koch, 
in  addition  to  demonstrating  the  bacillus  in  tuberculous  tissues  from 
various  sources,  produced  characteristic  lesions  in  guinea-pigs  and  other 
animals  by  infecting  them  with  pure  cultures,  and  established  beyond 
doubt  the  etiological  relationship  of  the  bacillus  to  the  disease. 

Morphology. — ^Tubercle  bacilli  appear  as  slender  rods,  2  to  4  micra 
in  length,  0.2  to  0.5  micra  in  width.  Their  ends  are  usually  rounded. 
The  rods  may  be  straight  or  slightly  curved;  their  diameters  may  be 
uniform  throughout;  more  often,  however,  they  appear  beaded  and 
irregularly  stained.  The  beaded  appearance  is  due  to  different  causes. 
Unstained  spaces  may  occur  along  the  body  of  the  bacillus,  especially 
in  old  cultures.  These  are  generally  regarded  as  vacuoles.  The  bodies 
of  the  bacilli,  on  the  other  hand,  may  bulge  slightly  here  and  there,  often 
in  three  or  four  places,  showing  oval  or  rounded  knobs  which  stain  with 
great  depth  and  are  very  resistant  to  decolorization.  These  thickenings 
were  formerly  regarded  as  spores,  but  in  view  of  the  fact  that  the  bacilli 
are  not  more  resistant  against  heat  and  disinfectants  than  other  vegeta- 
tive forms,  this  interpretation  is  probably  incorrect.  The  bacilli  are  said 
to  possess  a  cell  membrane  which  confers  upon  them  their  resistance 
against  diying  and  entrance  of  stains.  This  membrane  gives  a  cellulose 
reaction  and  is  believed  to  contain  most  of  the  waxy  substances  which 
can  be  extracted  from  the  cultures. 


'  VilUmin,  Gaz.  hebdom.,  1865. 

2  A'or/i,  Berl.  klin.  Woch.,  1882;  Mitt.  a.  d.  kais.  Gesundheitsamt,  1884. 

3  Baumyarten,  Virchow's  Arch.,  Ixxxii. 
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VariouH  observers,  notably  Noeaiii  and  Roitx,'  Mafucci,'  antl  Klein,' 
have  (IcinoiiKtrat^d  branched  forms  of  the  tuberele  ba<-illas.  These  ob- 
Moi'vatiHiis.  variously  cxt-endcd  and  confirmed,  make  it  jirobable  that 
Bacillus  tuberculosis  is  not  a  member  of  the  family  of  schizomyccte$, 
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Flo.  103. — Tubercle  Bacilli  iv  Sputum. 

but  b('li)ii(is  rather  to  the  hif^her  liaetcria,  elo.sely  related  to  the  aetino- 
iiiyces. 

Staining. — Tubercle  biieilli  do  not  stain  easily  with  the  ordinarj- 
anilin  ilyes;  lo  these  tliey  are  made  permeable  only  by  long  expocure 
or  by  healiiiK  uf  the  slaiiiiuK  solution.  Once  staineil,  however,  the  dye 
is  tenaciously  n'tained  in  sjiitt;  of  treatment  with  alcohol  anil  strong 

'  \<,rar>l  pl  H-mi,  Ann.  dc  liiwt.  I':islciir,  I8.S7.  '  Mufwci,  Zeit.  f.  Hyg.,  ii. 

'  AVrin.  (Vnl.f.  Uiikt.,  1890. 
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acids.  For  this  reason,  this  bacillus,  together  with  some  other  bacteria 
to  be  mentioned  later,  is  spoken  of  as  *'  acid-fast/'  The  acid-fast  nature 
of  the  bacillus  seems  to  depend  upon  the  fatty  substances  contained  in 
it/  and  has  furnished  the  basis  for  differential  staining  methods.  All 
the  staining  methods  devised  for  the  recognition  of  the  tubercle  bacillus 
thus  depend  upon  the  use  of  an  intensely  penetrating  staining  solution, 
followed  by  vigorous  decolorization  which  deprives  all  but  the  acid-fast 
group  of  their  color.  Counterstains  of  any  of  the  weaker  dyes  may 
then  be  used  to  stain  the  decolorized  elements.  One  of  the  first  of  the 
staining  solutions  to  be  of  practical  use  was  the  anilin-water-gentian- 
violet  solution  of  Ehrlich  ^  (11  c.c.  saturated  alcoholic  gentian- violet 
to  89  c.c.  5  p(»r  cent  anilin  water).  This  dye,  although  of  sufficient 
penetrating  power,  has  the  disadvantage  of  deteriorating  rapidly  and 
has  in  practice*  been  almost  entirely  displaced  by  ZiehPs  ^  carbol-fuchsin 
solution.  (Fuchsin  1  gm.  in  10  c.c.  alcohol  absolute,  added  to  90  c.c. 
5  per  cent  carbolic.)  This  staining  solution  is  the  one  now  in 
general  use  and  is  employed  as  follows:  Thin  smears,  on  slides 
or  cover-slips,  are  covered  with  the  dye  and  gently  heated.  In 
the  case  of  cover-glasses,  these  may  be  floated,  face  downward, 
in  staining  dishes  filled  with  the  dye.  The  dye  is  allowed  to  act 
for  about  three  minutes,  steaming  but  not  allowed  to  boil.  At  the 
end  of  this  time  the  preparation  is  washed  either  with  5  per  cent 
nitric  acid,  5  to  20  per  cent  sulphuric  acid,  or  1  per  cent  hydro- 
chloric acid,  imtil  most  of  the  red  color  has  disappeared  (a  few 
seconds),  and  the  preparation  appears  pale  pink.  This  results  in 
decolorization  of  all  microorganisms  with  the  exception  of  members 
of  the  acid-fast  group.  Thorough  washing  in  80  to  95  per  cent  alcohol 
is  now  employed  to  complete  the  decolorization.  The  preparation 
is  then  rinsed  in  water  and  counterstained  with  1  per  cent  aqueous 
methvlene-blue. 

Tubercle-bacillus  staining  has  been  further  simplified  by  Gabbett,* 
who  combines  decolorization  and  counterstaining.  In  this  method 
preparations  are  stained  with  Ziehl's  carbol-fuchsin  as  in  the  preceding; 
they  are  then  rinsed  in  water  and  covered  with  a  solution  containing 
methylene-blue  1  gram,  concentrated  sulphuric  acid  25  grams,  and 
distilled  water  100  c.c.      This  is  allowed  to  act  for  from  two  to  four 


»  Biemftock,  Fort.  d.  Med.,  1886;   Weyl,  Deut.  med.  Woch.,  1891. 
a  Ehrlich,  Deut.  med.  Woch.,  1882;   Weigert,  Deut.  med.  Woch.,  1885. 
»  Ziehl,  Deut.  med.  Woch.,  1883;  NeeUen,  "  Lehrb.  d.  allg.  Path.,"  1894. 
*  Gabbett,  Lancet,  1887. 
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minutes,  at  the  end  of  which  time  all  elements  in  the  preparation  except 
the  acid-fast  bacilli  will  be  decolorized  and  counterstaincd. 

While  the  acid-fast  group  of  bacteria  is  composed  of  a  number  of 
organisms  to  be  mentioned  later,  a  few  only  of  these  offer  difficulties  of 
differentiation  from  the  tubercle  bacillus.  Those  to  be  considered 
practically  an^  the  bacillus  of  leprosy  and  that  of  smegma.  The  latter 
ba(;illus,  because  of  its  distribution,  is  not  infrequently  found  to  con- 
taminate feces,  urin(»,  or  even  sputum,  and  it  is  important  to  apply  to 
susp(^cted  specimens  one  or  the  other  of  the  stains  devised  for  the 
(liff(»rentiation  of  the  smegma  bacillus  from  Bacillus  tuberculosis.  The 
on(»  most  frequently  employed  is  that  of  Pappenheim.*  The  preparations 
are  stained  in  hot  carbol-fuchsin  as  before;  the  carbol-fuchsin  is  then 
poured  off  without  washing  and  the  preparation  immersed  in  a  solution 
made  by  saturating  a  1  per  cent  alcoholic  solution  of  rosoHc  acid  with 
methylene-blue  and  adding  20  per  cent  of  glycerin.  In  such  prepara- 
tions tub(»rcle  bacilli  remain  r(»d,  smegma  bacilli  appear  blue. 

Stain(»d  by  (Irani,  tubercle  bacilli  retain  the  gentian-violet. 

Isolation  and  Oultivation. — ^Tubercle  bacilli  are  not  easily  cultivated. 
Their  slown(\ss  of  growth  pre('ludes  their  isolation  by  the  usual  plating 
methods.  The  first  isolations  by  Koch  ^  were  made  upon  coagulated 
blood  serum  from  bits  of  tuberculous  tissue  smeared  over  its  surface. 

Isc^lation  from  tuberculous  material  may  be  greatly  aided  by  in- 
oculation into  guinea-i)igs.  These  animals  will  often  withstand 
the  acute  infection  which  may  be  produced  by  the  contaminating 
organisms  and  succumb  at  a  later  date  (four  to  six  weeks)  to  the 
tuberculous  infection.  The  bacilli  mav  then  be  obtained,  aft<?r  sterile 
dissection,  by  making  cultivations  from  lymph  nodes  or  other  tubercu- 
lous foci  wliich  contain  onlv  tu!)ercle  bacilli.  When  isolation  from 
sputum  is  attempted,  whether  directly  or  by  means  of  animal  inocula- 
tion, the  sputum  may  be  rendered  comparatively  free  from  contaminat- 
ing bacteria  by  a  process  of  washing  devised  by  Koch.  The  sputum  is 
thoroughly  rinsed  in  running  water  to  free  it  from  its  outer  covering  of 
pharyngeal  muciis.  It  is  then  washed  in  eight  or  ten  changes  of  sterile 
water.  Tlie  material  selected  for  cidtivation  is  taken  from  the  center 
of  th(»  washed  mass,  if  possible  from  the  small  flakes  of  caseous  material 
often  visi!)le  in  such  sputum. 

On  hloud  sennn  at  37.5°  C,  colonies  usually  become  visible  at  the 
end  of  eight  to  fourteen  days.     They  appear  at  first  as  small,  dry,  gray- 


»  Pap})€nh€im,  Bcrl.  kliii.  Woch.,  1898.  '  Koch,  loc.  cit. 
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ish-wliiU\  sraly  spots  with  corrugated  Rurfaces.  After  thivc  or  four 
weeks'  cult iviit ion,  these  join  together,  covering  the  surface  of  the 
medium  as  a  diy,  whitish,  wrinkled  membrane.  Coagulateil  dog  MUiim 
iM  regarded  by  Theobald  Smith  '  as  one  of  the  most  favorable  meilia 
for  the  growth  of  tulwrcle  bacilli. 

tJlants  of  (ujar.  to  which  ivh/de  rabtnt'a  blood  has  been  added  in 
quantities  of  fmin  1  to  2  cc.  to  each  tube,  make  an  excellent  medium  for 
this  baeilluM,  both  for  isolation  and 
continuous  cultivation. 

Cultivation  metho<i8  were  simpli- 
fied liy  the  (Uscoverj'  by  Roux  and 
N'ocaiil  that  growth  can  be  obtained 
upon  media  to  which  glycerin  haa 
been  added.  Upon  gli/cerin-agar 
(glycerin  3  to  (i  per  rent),  at  37.5°  C, 
i-iiloTiiefi  become  visible  at  the  end  of 
from  ten  days  to  two  weeks,  at  first 
ari  dry,  white  spots;  later,  as  deli- 
cately I'orrugateii  membranes. 

(I'h/crrin  houillon  (made  of  beef  or 
\-eal  with  pepton  one  per  cent,  gly- 
ci'riii  NIX  per  cent,  and  rendered 
sliglitly  alkaline)  is  an  extremely 
favorable  medium.  It  should  be 
filled,  in  shallow  layers,  into  wide- 
niouthi'd  flasks,  sinec  frce  access  of 
o\yg«'n  is  ess<'ntial  for  growth.  Trans- 
))lanl.s  111  this  medium  should  be  made 
Uy  cari'fidiy  floating  flakes  of  the  cul- 
I  lire  upon  the  surface.  In  this  medium 
the  bacilli  will  spread  out  upon  the 
.-ui-face,  at    fu-st    as   a   thin,  opaque, 

floating  niemlirane.  This  rapidly  thickens  into  a  white,  wrinkled,  or 
gramihir  layer,  npreading  out  in  all  directions,  and  covering  the  entire 
surface  of  the  fluid  in  from  four  to  six  weeks.  Later,  portions  of  the 
nienibrano  sink  to  the  bottom.  In  old  cultures,  the  membrane  as- 
sumes a  yellowish  hue.     These  cultures  emit  a  peculiar  aromatic  odor. 

(ihiccrin  potato  forms  a  favorable  culture  medium  for  the  bacilhis. 


Fia.  104.— Culture  op  Bacillus 
Tuberculosis  in  Flask  of  Glyc- 
erin Bouillon. 


'  Th.  Smith,  Jour.  Eip.  Med.,  i 
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Hesae  *  has  devised  a  medium  containing  a  proprietary  preparation 
known  as  "Nahrstoff  Heyden,"  upon  which  tubercle  bacilli  arc  said  to 
proliferate  more  rapidly  than  other  bacteria.  His  method  has  yielded 
excellent  results  in  the  hands  of  other  observers,  both  in  isolation  and  in 
rapid  cultivation.     It  is  prepared  as  follows: 

"Nfthrstoff  Heyden"  *     10  grams 

Sodium  chlorid 5       " 

Glycerin 30      " 

Agar 10       " 

Normal  sodium  solution    5  c.c. 

Aq.  dest 1,000     " 

A  variety  of  other  culture  media  have  been  devised,  none  of  them, 
however,  possessing  any  marked  advantages  over  those  given- 
Biological  Oonsiderations. — The  tubercle  bacillus  is  markedly  depend- 
ent upon  the  free  access  of  oxygen.  The  optimum  temperature  for  its 
development  is  37.5°  C.  Temperatures  below  30°  and  above  42°  C. 
inhibit  its  growth.  In  fluid  media,  the  bacilli  are  killed  by  a  tempera- 
ture of  60°  in  fifteen  to  twenty  minutes,  by  one  of  80°  in  five  minutes, 
by  one  of  90°  in  one  to  two  minutes.  They  will  withstand  dry  heat  at 
100°  C.  for  one  hour.  They  are  resistant  to  cold.  The  comparatively 
high  powers  of  resistance  of  the  bacillus  are  attributed  to  the  protective 
qualities  of  the  waxy  cell  membrane.^ 

The  natural  life  of  cultures,  kept  in  favorable  environment,  is  from 
two  to  eight  months,  varying  to  some  extent  with  the  nature  of  the 
culture  medium.  The  viability  of  the  bacilli  in  sputum  is  of  great 
hygienic  importance.  In  moist  sputum  they  may  remain  alive  and 
virulent  for  as  long  as  six  weeks,  in  dried  sputum  for  more  than  two 
months.* 

Five  per  cent  carbolic  acid  kills  the  bacilli  in  a  few  minutes.*  If  used 
for  sputum  disinfection,  however,  where  the  bacilli  are  protected  b}' 
mucus,  complete  disinfection  by  this  method  requires  five  to  six  hours. 
Bichlorid  of  mercury  is  not  ver>'  efficient  for  sputum  disinfection  be- 
cause of  the  formation  of  albuminate  of  mercurv. 


»  Hesse,  Zeit.  f.  Hyg.,  xxxi. 

*  "Niihratoff  Heyden"  is  prepared  in  Germany.     It  is  a  white  powder  mrnilnr 
to  nutrose. 

»  Th.  Smith,  Jour.  Expcr.  Med.,  1899;   Grancher  et  Ledoux-Lebard,  Arch,  de  m^d. 
exp^r.,  1892;  Galtier,  Compt.  rend,  de  I'acad.  des  sci.,  1887. 

*  Schell  und  Fischer,  Mitt.  a.  d.  kais.  Gesuiidheitsarat,  1884. 
«  De  Toma,  Ann.  di  med.,  1886. 
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For  room  disinfection,  formaldehyde  gas  if  thoroughly  employed  is 
efficient.    Direct  sunlight  kills  tubercle  bacilli  in  a  few  hours. 

Pathogenicity. — The  tubercle  bacillus  gives  rise  in  man  and  suscep- 
tible animals  to  specific  phenomena  of  inflammation  which  are  so 
characteristic  that  a  diagnosis  of  tuberculosis  may  usually  be  made  on 
the  basis  of  the  histological  examination  of  material,  even  without  the 
finding  of  tubercle  bacilli.  The  foci  of  inflanmiation  known  as  tubercles 
have  been  systematically  studied  by  Baumgarten*  and  many  others 
and  descriptions  of  them  may  be  found  in  any  text-book  of  pathological 
anatomy. 

In  man,  tuberculosis  is  by  far  the  most  common  of  diseases. 
Nacgeli,^  in  a  large  series  of  autopsies,  found  lesions  of  healed  or  active 
tuberculosis  in  an  appalling  percentage  of  cases.  His  figures  are  in- 
teresting in  showing  not  only  the  frequency  of  the  disease,  but  its  rela- 
tion to  age.  Before  one  year  of  age,  he  finds  it  very  rare.  From  the  first 
to  the  fifth  year  it  is  rare,  but  usually  fatal  when  occurring.  From  the 
fifth  to  the  fourteenth  year,  one-third  of  his  cases  showed  tuberculous 
lesions;  from  the  fourteenth  to  the  eighteenth  year,  one-half  of  the 
cases.  Between  the  ages  of  eighteen  and  thirty,  almost  all  the  cases 
examined  showed  some  trace  of  tuberculous  infection.  Three-quarters 
of  these  were  active,  one-quarter  healed.  Two-fifths  of  all  deaths 
occurring  at  these  ages  were  due  to  tuberculosis.  After  the  age  of 
thirty,  active  lesions  gradually  diminished  in  number,  healed  lesions 
increased. 

In  1900,  at  a  public  hearing  of  the  New  York  Tenement  House 
Commission,  Prj'or^  stated  that  the  average  yearly  mortality  from 
tuberculosis  in  New  York  amounted  to  6,000,  and  that  in  Manhattan 
alone  there  were  constantly  20,000  persons  suflFering  from  the  disease. 
Comet  *  estimates  that  in  1894  the  deaths  in  Germany  from  all  other 
infectious  diseases  amounted  to  116,705,  while  those  from  tuberculosis 
alone  amounted  to  123,904.  Similar  statistics  might  be  chosen  at  will 
from  the  health  reports  of  any  large  city.  While  the  disease  is  less 
common  in  rural  districts  than  in  large  towns,  the  difference  is  not  so 
striking  a^s  is  generally  supposed. 

In  man,  pulmonary  infection  is  by  far  the  commonest  tjrpe.  Be- 
sides this,  however,  tuberculous  processes  may  be  found  in  the  skin,  the 

»  Baumgarten,  Berl.  klin.  Woch.,  1901. 

2  Naegeliy  Virchow's  Arch.,  cix,  1900,  p.  462. 

» Pryor,  Med.  News,  Ixxvii,  1900. 

•  Cornel,  "  Die  Tuberculose,  "  Wien,  1899,  p.  1. 
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bones,  the  joints,  the  organs  of  Hpecial  sense,  and  the  abdominal  vij 

and  peritoneum.    No  part  of  the  human  body  is  exempt  f  i-om  the  danger ' 

of  infection. 

Infection  in  the  human  subjei^t  may  take  place  by  inhalation  or 
through  the  skin  or  the  digestive  apparatus,  v.  Behring '  has  within 
recent  years  expressed  the  belief  that  a  lai^ge  percentage  of  ail  cases  of 
tubercidosis  originate  in  childhood  from  infection  by  way  of  the  intes- 
tinal tract.  He  determined,  as  have  others  since  his  publication,  that 
tubercle  bacilli  may  penetrate  the  intestinal  mucosa  without  causing 
lesions.  Behring's  contention  has  caused  a  great  deal  of  discussion, 
and  the  qiicstion  he  has  raised  is  intimately  bound  up  with  the  problem 
of  the  virulence  of  bovine  tubercle  bacilli  for  human  beings,  as  he  aftsumea 
that  the  mfection  is  due  to  the  use  of  infected  milk.  In  spite  of  many 
investigations'  to  settle  the  points  in  question,  our  present  knowl- 
edge, however,  is  innufficient  to  jwrmit  a  positive  opinion  upon  the 
subject,  except  in  so  far  as  we  may  recognize  the  original  sweeping 
statements  of  Behring  as  extravagant.  The  problem  is  discussed  at 
greater  length  in  a  later  section  of  this  chapter.  Suffice  it  to  say  in 
this  place  that  the  opinion,  at  the  present  time,  of  such  investi- 
gators as  Calmette  tends  toward  the  belief  that  infection  by  inhalit- 
tion  may  take  place,  but  that  infection  by  the  path  of  the  digestive 
tract  is  probably  more  common. 

Bacillus  tuberculosis  (tj-pus  huinanus)  is  pathogenic  for  guinea- 
pigs,  less  markedly  for  rabbits,  and  still  less  so  for  dogs.  It  is 
slightly  pathogenic  for  cattle,  a  question  spoken  of  more  extensively 
below. 

Ohemical  AnaljrBis  of  Tubercle  Builli.^ — Diligent  efforts  by  many 
investigators  to  isolate  the  specific  toxins  which  lend  tubei'cle  bacilli 
their  pathogenic  properties  have  led  to  careful  chemical  anali-sia  of  the 
organisms.  About  S5.9  per  cent  of  the  bacillua  consist:!  of  wiitcr;  20 
to  26  per  cent  of  the  residue  can  be  extracted  with  ether  and  alcohol. 
This  material  consists  of  fatty  acids  and  waxy  wubstanres  (fatty  acids 
in  combination  with  the  higher  alcohols).  The  residue  after  alcohol- 
ether  extraction  is  composed  chieflyof  proteida.  These  caTi  be  extracted 
with  dilute  alkaline  solutions,  and  consist  chiefly  of  nur loo-albumins. 


I  V.  Behring.  Deut.  med.  Woch,.  39.  1803. 

'  Barlel,  Intemat.  Tube.  Conferenz,  Wien,    1907;    Oehleekfr,  Arb.  n.  li.   ki 
GiBundheiUajiit,  H.  7.  1907. 

■  HamrmrKhlag.  Cent.  f.  klin.  Med..  Ififll;    tt'ei/l,  Deut,  med.  Woch.,  1891; 
Sehweimtz  and  Dona,  Jour.  Amer.  Checi.  Soc,  1895;   HammcrtMag,  iuc.  ciU 
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A  nuclcin  present  in  this  fraction  shows  extremely  high  toxicity  and 
has/  therefore,  been  suspected  of  being  the  pathogenic  principle  of  the 
bacillus.  After  these  extractions  the  remainder  contains  "cellulose," 
supposed  to  represent  the  framework  of  the  cell  membrane,  and  an  ash 
rich  in  calcium  and  magnesium. 

Toxins  of  the  Tubercle  BaciUiu. — The  Tuberculins. — Filtrates  of 
bouillon  cultures  of  Bacillus  tuberculosis^  will  occasionally  produce 
slight  emaciation  when  injected  into  guinea-pigs,  and  when  administered 
to  tuberculous  subjects  in  sufficient  quantity  will  give  rise  to  marked 
increase  of  temperature.  It  is  likely,  therefore,  that  the  tubercle 
bacillus  actually  secretes  a  soluble  toxin.' 

The  chief  toxic  principles,  however,  of  Bacillus  tuberculosis  are 
probably  endotoxins  or  bacterial  proteins,  bound  during  cell  life  to  the 
body  of  the  bacillus.  Dead  bacilli  will  produce  sterile  abscesses  when 
injectcMl  into  animals.  Prudden  and  Hodenpyl,^  Straus  and  Gamaleiay* 
and  others,**  moreover,  have  shown  that  the  injection  of  dead  and  care- 
fully washed  cultures  of  this  bacillus  will  produce  lesions  histologi- 
cally similar  to  those  occurring  after  infection  with  the  living  germs, 
and  wiU  often  lead  to  marasmus  and  other  systemic  symptoms  of 
poisoning. 

The  hope  of  actively  immunizing  with  substances  obtained  from 
dead  bacilli  led  Koch  to  employ  various  methods  of  extraction  of  cultures 
for  th(»  numufacture  of  tuberculin. 

"  Old  Tuberculin ' '  \Koch)  (" T.  A.  K.")  .—The  first  tuberculin  made  by 
Kocli  is  produced  in  the  following  manner:  Tubercle  bacilli  are  grown 
in  slightly  alkaline  5  per  cent  glycerin-pepton-bouillon  for  sLx  to  eight 
we(»ks.  At  the  end  of  this  time,  growth  ceases  and  the  corrugated 
pellicle  of  tubercle  bacilli,  which  during  growth  has  floated  on  the 
surfac(\  begins,  here  and  there,  to  sink  to  the  bottom.  The  entire 
culture  is  them  heated  on  a  water-bath  at  about  80°  C,  until  reduced  to 
one-tenth  of  its  original  volume.  It  is  then  filtered  either  through 
sterih^  filter  paper  or  through  porcelain  filters.  The  resulting  filtrate  is 
a  ricli  brown,  syrupy  fluid,  containing  the  elements  of  the  original  cul- 


'  Bchring,  Berl.  klin.  Woch.,  1899. 

2  Straus  and  Gnmaleia,  Arch.  mM.  exp.,  1891. 

T  Denies,  "  Le  Bouillon  FiltnS"  Loiivain,  1905. 

*  Prudden  and  llodenpyl,  N.  Y.  Med.  Jour.,  June,  1891;  Prudden^  ibid.,  Dec.  5. 
^  Straus  and  (iamaleia,  loc.  cit. 

••  Mafucci,  Cent.  f.  allg.  Path.,  1890. 

•  Koch,  Cent.  f.  Bakt.,  1890;   Deut.  med.  Woch.,  1891. 
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turc  medium  and  a  50  per  cent  glycerin  extract  of  the  tubercle  bacQli. 
While  the  glycerin  is  of  sufficient  concentration  to  preserve  it  indef- 
initely, 0.5  per  cent  phenol  may  be  added  as  an  additional  precaution. 
Dilutions  of  this  fluid  are  used  for  diagnostic  and  therapeutic  purposes. 

''New  Tuberculin '"^  (A'oc/i)  (TA,  TO,  TR).— Koch  believed  that 
the  immunity  resulting  from  treatment  with  the  old  tuberculin  was 
purely  an  antitoxic  immunity,  devoid  of  all  antibacterial  action.  The 
use  of  whole  dead  tubercle  bacilli  for  immunization  purposes,  however, 
was  impracticable;  because,  injected  subcutaneously,  they  were  not 
absorbed,  and  introduced  intravenously  they  were  deposited  in  the  lungs 
and  gave  rise  to  lesions.  Koch  was  led,  therefore,  to  resort  to  more 
energetic  extraction  of  the  bacilli  in  the  hope  of  procuring  a  substance 
whi(!h  could  be  easily  absorbed  and  would  at  the  same  time  give  rise, 
when  injected,  to  antibodies  more  definitely  bactericidal.  By  extract- 
ing tubercle  bacilli  with  decinonnal  NaOH,  for  three  days,  filtering 
through  paper  and  neutralizing,  he  obtained  his  TA  (alkaline  tubercu- 
lin). This  preparation  seemed  to  fulfil  some  of  the  hopes  of  its  dis- 
coverer, but  had  the  disadvantage^  of  often  producing  abscesses  at  the 
points  of  injection.  Koch  then  resorted  to  mechanical  trituration  of 
the  bacilli.  The  method  he  subsequently  followed  for  tuberculin  pro- 
duction is  now  extensively  us(»d,  and  is  carried  out  as  follows:  ' 

Virulent  cultures  of  tubercle  bacilli  are  dried  in  vacuo  and  thoroughly 
ground  in  a  mortar.     Grinding  is  continued  until  stained  preparations 
reveal  no  intact  bacilli.     (This  is  done  by  machinery  in  all  large  manu- 
factories.)    One  gram  of  the  (\vy  mass  is  shaken  up  in  100  c.c.  of  sterile 
distilled  water.     This  mixture  is  then  centrifugalized  at  high  speeil. 
The  supernatant  fluid,  known  as  TO  (Tuberculin-Oberschicht) ,  contains 
the  water-soluble  constituents  of  the  bacillus,  gives  no  precipitate  on 
the  addition  of  50  per  cent  glycerin,  and  has  the  same  physiological 
action  as  the  old  tuberculin.     The  residue,  TR  (Tuberculin- Riickstand), 
after  pouring  off  TO,  is  again  dri(»d  and  ground  up,  and  again  shaken  in 
water  and   centrifugalized.     This  process  is  repeated  several   times, 
and  eventually,  after   three  or  four  repetitions,  all  the  TR  goes  into 
emulsion.     The  total  volume  of  water  used  for  these  TR  extractions 
should  not  exceed  100  c.c.    All  of  the  TR  emulsions  are  then  mixed  to- 
gether.   This  TR  gives  a  precipitate  with  50  per  cent  of  glycerin,  and  is 
supposed  by  Koch  to  contain  substances  important  in  producing  an 
antibacterial  immunity.    For  purposes  of  standardization,  the  amount 


»  Kqchj  Deut.  med.  Woch.,  14,  1897.  »  Ruppel,  Lancet,  March  28,  190S. 
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of  solid  substance  in  5  c.c.  of  the  TR  is  determined  by  evaporation  in 
vacuo  and  drying.  To  the  rest  is  added  a  little  glycerin  and  formalde- 
hydo  and  enough  water  to  allow  each  cubic  centimeter  of  the  solution 
to  contain  0.002  grams  of  solid  material.  Thus  the  culture  and  the 
nKMlium  remaining  the  same,  fairly  accurate  standardization  is  possible. 

^' New  Tiiberculin-Bncillary  EmulsionJ*  ^ — In  1901,  Koch  combined 
"TO"  and  "TR"  by  putting  forth  a  preparation  referred  to  as 
''  Hazillencmulsion.''  This  consists  of  an  emulsion  of  pulverized  bacilli 
1  :  100  in  distilled  water.  After  several  days  of  sedimentation  to  re- 
move the  coarser  particles,  the  supernatant  fluid  is  poured  off  and  fifty 
per  cent  volume  of  glycerin  is  added  to  it  for  purposes  of  preservation. 
This  preparation  contains  5  milligrams  of  solid  substance  in  each  cubic 
centimeter. 

Bouillon  Filtre  (Den/js)} — ^This  preparation  consists  of  the  filtrate 
(through  Chamberland  filters)  of  5  per  cent  glycerin-pepton-bouillon 
cultures  of  Bacillus  tuberculosis.  Phenol  0.25  per  cent  is  added  to 
insun^  st(»rility.  The  filtered  bouillon  corresponds  to  the  unconcentrated 
old  tuberculin  of  Koch,  but,  not  having  been  heated,  is  supposed  by 
Deiiys  to  contain  important  soluble  and  possibly  thermolabile  secretory 
products  of  the  bacillus. 

Tuberculoplasmin  {Buchner  and  Hahn)} — Buchner  and  Hahn,  by 
crushing  tubercle  bacilli  by  subjecting  them  to  a  pressure  of  400 
atmospheres,  obtained  a  cell-juice  in  the  form  of  an  amber  fluid,  to 
which  they  attributed  qualities  closely  analogous  to  those  of  TR. 

Other  tuberculins  are  those  of  Beraneck,^  highly  recommended 
clinically  by  Sahli,^  that  of  Klebs,®  and  the  tuberculin  produced  from 
bovine  tubercle  bacilli  by  Spengler.^ 

Diagnostic  Uae  of  Tuberculin. — Subcutaneous  Use, — ^The  preparation 
usually  emi)loyed  for  diagnostic  purposes  is  Koch's  "Old  tuberculin  " 
( Alttuherculin).  This  preparation  is  administered  by  h}'podermic  injec- 
tion of  small  (juantities  obtained  by  means  of  dilutions.  The  dilutions 
are  best  made*  with  a  0.5  per  cent  aqueous  carbolic  acid  solution.  In 
practice*  a  1  p(M'  cent  solution  is  made  by  pipetting  0.1  c.c.  of  tuberculin 


'  Koch,  Deut.  med.  Woch.,  1901. 

^  Denys,  "  Lo  Bouillon  Filtr6,"  Louvain,  1905. 

3  Buchner  und  Hahn,  Miinch.  med.  Woch.,  1897;  Hahn,  ibid. 

*  Beranerk,  Compt.  rend,  de  I'acad.  des  sci.,  1903. 

f^Sahli,  Corrbl.  d.  Schw.  Aerzto.  1906. 

fi  Klcbs,  Cent.  f.  Bakt.,  1896;    Dent.  med.  Woch.,  1907. 

'  Spengler,  Deut.  med.  Woch.,  xxxi,  1904;  xxxi  and  xxxiv,  1906. 
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into  9.9  c.c.  of  the  0.5  per  cent  carbolic  solution.  A  cubic  centimeter 
of  this  then  contains  0.01  c.c.  of  tuberculin.  One  c.c.  of  this  solution 
added  to  9  c.c.  of  0.5  per  cent  carbolic  acid  gives  a  solution  in  which 
each  cubic  centimeter  contains  0.001  c.c,  or  1  milligram  of  tuberculin. 

The  initial  dosage  in  adults  in  Koch's  *  early  work,  and  as  used  by 
Beck '  on  a  large  number  of  patients,  was  1  milligram.  This,  according 
to  present  opinions,  is  too  high,  and  most  clinicians  to-day  prefer  O.l 
to  0.2  of  a  milligram .  If  after  three  or  four  days  no  reaction  has  occurred, 
a  second  dose  of  1  milligram  is  given.  In  the  absence  of  reaction  after 
three  further  days,  a  third  dose  of  5  mgm.  may  be  given  and,  under 
similar  conditions,  a  fourth  of  10  mgm.  This  is  the  largest  dose  which 
should  ev(»r  be  given,  and  absence  of  a  reaction  to  this  dose  may  gener- 
ally b(i  Regarded  as  proof  that  the  patient  is  free  from  tuberculosis. 
Doses  larger  than  10  mgm.  may  give  reactions  in  perfectly  healthy 
subjects.  Increase  in  dosage  should  bo  carried  out  only  when  the 
preceding  dose  has  been  entirely  without  reaction.  In  all  cases  it 
should  be  remembered  that  absolute  rules  of  dosage  can  not  be  made 
and  the  condition  and  physique  of  each  patient  must  be  separately 
judged. 

The  redaction  itself  is  recognized  chiefly  by  the  changes  in  tem- 
perature. In  a  positive  reaction  the  patient's  temperature  will  begin 
to  increase  within  six  to  eight  hours  after  injection,  rising  sharply  within 
a  few  hours  to  0.5  or  1.5°  higher  than  the  tc^nperature  before  injection. 
It  then  sinks  more  gradually  than  it  rose,  the  reaction  usually  being 
complete  within  thirty  to  thirty-six  hours.  With  the  temperature  there 
may  be  nauseji,  a  chill,  rapid  pulse,  and  general  malaise.  Locally 
visihh^  tuberculous  processes,  such  as  lupus,  lymph  nodes,  etc.,  may 
become  more  tender  or  swoIl(»n,  and  if  the  tuberculosis  is  pulmonary, 
there  may  be  (toughing  and  increased  expectoration.  The  tempera- 
tures of  persons  subjected  to  the  test  should  be  taken  regularly  for 
three  or  four  davs  before  tuberculin  is  used. 

OphthnhriO'Tuberculin  Reaction. — Wolff-I^isn(T  ^  and,  soon  after 
him,  Calmette  ^  proposed  a  method  of  using  tuberculin  for  diagnostic 
purposes  by  instillation  into  the  conjunctival  sac.  In  tuberculous 
patients  this  process  is  followed  by  a  shaip  conjunctival  congestion  last- 
ing from  one  to  several  days. 

»  Koch,  Dent.  med.  Woch.,  1890. 

*  Beck,  Dent.  med.  Woch.,  1899. 

»  Wolff-Eisner,  Berl.  med.  Geaell.,  May  15,  1907. 

*  Calmette,  Acad,  des  sci.,  June  17,  1907. 
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The  preparation  used  for  this  purpose  is  produced  in  the  following 
way : 

"Old  tuberculin''  is  treated  with  double  the  quantity  of  95  per 
cent  alcohol,  and  the  precipitate  allowed  to  settle  and  the  alcohol  then 
filtered  off  through  paper.  The  sediment  is  washed  with  70  per  cent 
alcohol  until  the  filtrate  runs  clear,  then  pressed  between  layers  of 
filter  paper  to  remove  excess  of  moisture,  scraped  into  a  dish,  dried 
in  raciw  over  H2SO4,  and  broken  up  in  a  mortar  under  a  hood,    i 

Solutions  of  the  powder  are  made  in  sterile  normal  salt  solution,  1 
per  cc^nt  by  weight,  boiled  and  filtered.  The  solutions  are  used  in 
strengths  of  0.5  to  1  per  cent,  a  drop  of  which  is  instilled  into  the  con- 
junctival sac' 

Cutaneous  Tuberculin  Reaction, — Von  Pirquet'  has  suggested  the 
cutaneous  use  of  tuberculin  for  diagnostic  purposes.  A  25  per  cent 
solution  of  "old  tuberculin"  is  made  in  the  following  way; 

Tuberculin 1 

Salt  solution 2 

5  per  cent  carbolic  acid  in  glycerin 1 

After  Ftorilization  of  .the  patient's  forearm,  two  drops  of  this  solution 
are  placed  upon  the  skin  about  6  cm.  apart.  Within  each  of  these  drops 
scarification  is  done,  and  the  skin  between  them  is  scarified  as  a  con- 
trol. Within  tw(nty-four  to  forty-eight  hours,  in  tuberculous  patients, 
(M-ythonux,  small  papules,  and  herpetiform  vesicles  will  appear.  The 
reaction  is  irregular  and  more  reliable  in  children  than  in  adults.  Ac- 
cording to  recent  investigations,  about  70  per  cent  of  adults  show  a 
positive  reaction  and  in  such  cases  it  is  probable  that  an  old  healed 
tuberculosis  may  give  rise  to  a  positive  test  where  absolutely  no  active 
proc(\ss  exists. 

R(»cently,  v.  Pirquet  has  modified  his  procedure  by  using  instead  of 
tlio  2;")  per  cent  solution  given  above,  the  pure,  undiluted  "  old  tubercu- 
lin/^ 

Moro  '  has  modified  this  by  simply  making  a  50  per  cent  ointment  of 
tulx'iculin  in  lanolin  and  rubbing  it  into  the  skin  without  scarification. 

It  is  more  simple  and  equally  efficient  to  massage  into  the  skin  a 
drop  of  undiluted  ''old  tuberculin." 

The  'Tuberculin  Tests  as  Applied  to  Cattle. — In  cattle,  the  symptoms 

^  Method  in  use  at  Saranac  and  kindly  communicated  by  Dr.  Baldwin. 

2  V.  PmiHd,  lierl.  klin.  Woch.,  xx,  1907;  Med.  Klinik,  xl,  1907. 

3  Mora,  Miinch.  med.  Woch.,  1906,  p.  216 
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of  tuberculosis  are  not  easily  detected  by  methods  of  physical  diag- 
nosis until  the  disease  has  reached  an  advanced  stage.  In  come- 
quence,  cows  may  be  elements  of  danger  without  appearing  in  any 
way  diseased  to  those  who  handle  them.  In  consequence,  routine 
examination  of  herds  by  the  tuberculin  test  has  become  one  (rf 
the  necessary  measures  in  public  sanitation.  According  to  Mohler/ 
an  ac(;urate  diagnosis  may  be  established  in  at  least  97  per  cent  of  the 
cases.  It  is  natural  that  a  good  deal  of  objection  to  the  test  is  encoun- 
tered on  the  part  of  dairy  farmers  and  cattle  raisers,  and  recently  it  has 
been  publicly  claimed  that  the  cattle  are  injured  by  the  test.  There  is, 
however,  no  scientific  basis  for  this  belief,  if  the  test  is  carried  out  care- 
fully and  intelligently.  As  a  matter  of  fact,  the  systematic  use  of  the 
test  would  eventually  be  distinctly  advantageous  to  the  owners  of  the 
cattle  themselves,  since  it  has  been  shown  that  cows,  even  in  the  earlv 
stages  of  the  disease,  may  expel  tubercle  bacilli,  either  during  respira- 
tion or  in  the  feces,  and  thus  become  a  menace  to  healthy  members  of 
the  herd. 

The  tuberculin  test  on  cattle  should  be  made  as  follows:  (The 
directions  given  below  are  taken  directly  from  the  circular  sent  out  from 
the  Bureau  of  Animal  Industry  at  Washington.) 

1.  Begin  to  take  the  rectal  temperature  at  6  a.m.,  and  take  it  ever}' 
two  hours  thereafter  until  midnight. 

2.  Make  the  injection  at  midnight. 

3.  Begin  to  take  the  temperature  next  morning  at  6  a.m.,  and  con- 
tinue as  on  preceding  day. 

To  those  who  have  large  herds  to  examine,  or  are  unable  to  give  the 
time  required  by  the  above  directions,  the  following  shortened  course  is 
recommended : 

1.  Begin  to  take  the  temperature  at  8  a.m.,  and  continue  every  2 
hours  until  10  p.m.  (omitting  at  8  p.m.,  if  more  convenient) ;  or  take  the 
temperature  at  8  a.m.,  12  m.,  and  0  and  10  p.m. 

2.  Make  the  injection  at  10  p.m. 

3.  Take  the  temperature  next  morning  at  G  or  8  a.m.,  and  everA'-  2 
houi*s  thereafter  until  6  or  8  p.xM. 

Each  adult  animal  should  receive  2  c.c.  of  the  tuberculin  as  it  is  sent 
fr©m  the  laboratory.  (The  tuberculin  sent  out  from  the  central  labora- 
tor}'^  at  Wii.shington  is  already  diluted;  2  c.c.  represents  0.25  c.c.  of  the 
concentrated  old  tuberculin  of  Koch.)     Yearlings  and  two-year-olds, 


»  Mohler,  Pub.  H.  and  Mar.  Hosp.  Serv.  Bull.  41,  1908. 
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iiceording  to  size,  should  receive  from  1  to  1.5  cubic  centimeters.  Bulls 
and  ver}'  large  animals  may  receive  three  cubic  centimeters.  The  injec- 
tion should  be  made  beneath  the  skin  of  the  neck  or  shoulders  behind 
the  scapula,  after  washing  the  area  with  a  weak  carbolic  acid  solution. 

There  is  usually  no  marked  local  swelling  at  the  seat  of  the  injection. 

Then*  are  now  and  then  uneasiness,  trembling,  and  the  more  fre- 
qu(»nt  passage  of  softened  dung.  There  may  also  be  slight  acceleration 
of  tlic  pulse  anil  of  the  breathing. 

Tlu»  f(»brile  reaction  in  tuberculous  cattle  following  the  subcutaneous 
injcTtioii  of  tuberculin  begins  from  six  to  ten  hours  after  the  injection, 
n^aclies  the*  maximum  nine  to  fifteen  hours  after  the  injection,  and 
returns  to  normal  eighteen  to  twenty-six  hours  after  the  injection. 

A  rise  of  two  or  more  degrees  Fahrenheit  above  the  maximum  tem- 
peratuix*  observed  on  the  previous  day  should  be  regarded  as  an  indica- 
tion of  tuberculosis.  For  any  rise  less  than  this  a  repetition  of  the 
injection  after  four  or  six  weeks  is  highly  desirable. 

It  is  hardly  necessary  to  suggest  that  for  the  convenience  of  the  one 
making  the  test  the  animals  should  not  be  turned  out,  but  fed  and 
watennl  in  the  stable.  It  is  desirable  to  make  note  of  the  time  of  feed- 
ing and  wat(iring  and  of  any  temperature  fall  after  watering. 

Tlu*  tuberculin  should  not  be  used  later  than  six  weeks  after  the 
date  on  the  bottle,  nor  if  there  is  a  decided  clouding  of  the  solution. 

Therapeutic  Uaea  of  Tuberculin. — Tuberculin  was  first  used  therapeu- 
tically, shortly  after  its  discovery,  by  Koch."  Hailed  with  the  most 
o})timisti('  enthusijism,  its  possibilities  were  overestimated  and  hope- 
I(\ss  cases  w(M'e  treated  unskilfully,  with  unsuitable  dosage.  The  conse- 
qui^nce  was  that  harm  was  done,  the  method  was  attacked  by  Virchow 
and  others  and  the  new  therapy  fell  into  almost  complete  neglect.  At 
pr(\s(»nt.  the  use  of  tuberculin  has  again  been  revived,  but  with  greater 
caution  and  with  a  thorough  understanding  of  its  limitations.  The 
tendency  luis  been  toward  smaller  dosage  and  the  limitation  of  the  agent 
to  early  cases.  Xo  two  institutions  use  tuberculin  in  exactly  the  same 
manner,  and  it  is,  therefore,  impossible  to  do  more  than  outline  the 
♦jjeneial  scheme  of  treatment.  It  must  never  be  forgotten,  however, 
that  all  forms  of  tuberculin  treatment  consist  in  an  '^'active  immuniza- 
tion "  in  wliich,  for  the  time  being,  the  toxemia  of  the  patient  is  increased 
rather  tlian  neutralized.  It  is  obvious,  therefore,  that  only  such  cases 
are  at  all  suitable  for  treatment  in  which  the  process  is  not  a  very  acute 


»  Koch,  Deut.  ined.  Woch.,  iii,  1891. 
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one.  The  general  principle  of  modem  tuberculin-therapy  seems  to  fe 
in  choosing  doses  so  small  that  no  marked  general  reaction  shall  follow. 
The  preparations  most  frequently  employed  are  Koch's  "Alttuber- 
culin/'  his  "TR,"  his  "Neu  Tuberkulin-Bazillen  Emulsion,"  and  the 
Bouillon  filtr6  of  Denys.  Initial  doses  of  Alttuberculin  range  from  0.1 
to  0.01  of  a  milligram.  In  case  of  successful  avoidance  of  a  reaction, 
the  injection  may  be  repeated,  gradually  increasing,  about  twice  a  week. 
The  occurrence  of  a  reaction  should  be  the  signal  for  a  longer  intenal 
and  a  slower  advance  in  the  size  of  the  dose. 

The  initial  dose  of  **  TR  "  is,  as  advised  by  Koch/  about  0.002 
mgm.  This  usually  causes  no  reaction.  The  dose  is  doubled,  at  reason- 
able intervals,  up  to  1  mgm.  After  this,  further  increase  is  care- 
fully gauged  by  the  clinical  indications.  The  maximum  dose  is  about 
20  mgm. 

'*  Neu  Tuberkulin-Bazillen  Emulsion,"  '  is  begun  with  a  dose  of  0.001 
mgm.  Gradual  increase  as  with  the  other  preparations  is  then  prac- 
ticed.    The  maximum  dose  is  about  10  mgm. 

Bouillon  filtr6  has  been  used  chiefly  by  Denys '  and  with  apparently 
excellent  results.  Denys  is  very  emphatic  in  advising  the  absolute 
avoidance  of  any  reaction.  He  begins  with  a  millionth  or  even  the 
tenth  of  a  millionth  of  a  cubic  centimeter  of  the  bouillon  and  increases 
with  extreme  caution.     His  dilutions  are  made  with  glycerin  broth. 

Passive  Immunization  in  Tuberculosis. — Numerous  attempts  have 
been  made  to  immunize  tuberculous  subjects  with  the  sera  of  actively 
immune  animals.  The  most  widely  used  method  of  producing  such 
serum  is  that  of  Maragliano. 

Maragliano^s  Serum.* — Maragliano  believes  that  a  toxalbumin  t 
present  in  tubercle-bacillus  cultures  which  is  destroyed  by  the  heating 
employed  in  the  usual  tuberculin  production.  He  procures  this  sub- 
stance by  filtration  of  unheated  cultures  and  precipitation  with  alcohol 
(tossina  prcecipitata) .  He  furthermore  makes  an  aqueous  extract  of 
the  bacillary  bodies.  With  these  two  substances  he  immunizes  horses. 
He  draws  blood  from  these  after  four  to  six  months  of  treatment.  The 
serum  is  extensively  used  in  Italy.  Its  value  is,  at  present,  ver\' 
doubtful. 


»  Koch,  Deut.  med.  Woch.,  xiv,  1897. 

^  Bandelier   imd   Roepke,  "  Lehrb.  d.  spezifisch.  Tub.  Ther.."  WUrzburg,  1908: 
Koch,  Deut.  med.  Woch.,  1901. 

«  Denys,  "Le  Bouillon  filti^."  Louvain,  1905. 

*  Maragliano,  Bed.  klin.  Woch.,  1899;  Soc.  de  biol..  1897. 
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Marmorek*s  Serum} — Marmorek  claims  that  the  poisons  produced  by 
Bacillus  tuberculosis  depend  largely  upon  the  medium  on  which  it  is 
grown.  He  advanced  the  view  in  1903  that  the  substances  obtained 
in  tuberculin  were  not  the  true  toxins  of  the  tubercle  bacillus,  that  there 
was  a  marked  difference  between  these  and  the  poisons  elaborated  by  a 
younger  (primitive)  phase  of  the  bacillus  as  it  occurs  only  within  the 
animal  body  or  on  media  composed  of  animal  tissue.  He  consequently 
grows  his  cultures  on  a  medium  composed  of  a  leucotoxic  serum  (pro- 
duced by  inoculating  calves  with  guinea-pig  leucocytes)  and  liver  tissue. 
Such  cultures,  he  claims,  contain  no  tuberculin.  To  the  sera  produced 
by  immunization  with  these  cultures  he  attributes  high  curative  powers. 

Bacilli  Olosely  Related  to  the  Tubercle  Bacilliu. — The  BacUltis  of 
Bovine  Tuberculosis. — ^Tuberculosis  of  cattle  (Perlsucht)  was  studied 
by  Koch  ^  in  connection  with  his  early  work  on  human  tuberculosis. 
Koch  did  not  fail  to  recognize  dififerences  between  the  reactions  to  in- 
fection in  the  bovine  type  of  the  disease  and  that  of  man.  He  attrib- 
uted these,  however,  to  the  nature  of  the  infected  subject  rather  than 
to  any  differences  in  the  infecting  agents.  This  point  of  vrew  met 
with  little  authoritative  contradiction,  until  Theobald  Smith '  in  1898, 
made  a  systematic  comparative  study  of  bacilU  isolated  from  man  and 
from  cattle  and  pointed  out  differences  between  the  two  types.  The 
opinion  of  Smith  was  fully  accepted  by  Koch*  in  1901. 

Since  that  time,  the  question,  because  of  its  great  importance  to 
prophylaxis,  has  been  the  subject  of  many  investigations,  most  of  them 
confirming  Smith's  original  work.  Morphologically,  Smith  *  found  that 
th(^  bovine  bacilli  were  usually  shorter  than  those  of  the  human  type  and 
grew  less  luxuriantly  than  these  upon  artificial  media.  He  determined, 
furthermore,  that,  grown  upon  slightly  acid  glycerin  bouillon,  the  bovine 
bacillus  gradually  reduces  the  acidity  of  the  culture  medium  until  the 
reaction  reaches  neutrality  or  even  slight  alkalinity.  Fluctuations, 
after  this,  do  not  exceed  0.1  or  0.2  per  cent  on  either  side  of  neutrality. 
In  the  case  of  the  human  bacillus,  on  the  other  hand,  there  is  but  slight 
reduction  of  the  acidity  during  the  first  weeks  of  growth;  after  this 
acidity  increases  and,  though  subject  to  fluctuations,  never  reaches 
neutrality.     This  behavior  is  probably  due  to  action  exerted  upon  the* 


»  Marmorek,  Berl.  klin.  Woch.,  1903,  p.  1108;  Med.  Klinik,  1906. 

2  Koch,  Arb.  a.  d.  kais.  Gesundheitsamt,  11,  1882. 

3  Th.  Smith,  Jour.  Exp.  Med.,  Ill,  1898. 
*  Koch,  Deut.  med.  Woch.,  1901. 

^  Th.  Smith,  Jour.  Exp.  Med.,  1905. 
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glycerin,  since  on  ordinary  bouillon  no  such  differences  between  the  two 
varieties  can  be  noticed.  These  observations  of  Smith  were  confinneti 
by  Ravenel,^  Vagedes,^  and  others. 

The  cultural  differences  between  the  two  types  have  been  studied 
with  especial  care  by  Wolbach  and  Ernst ,^  and  Kossel,  Weber,  and 
Heuss.*  All  of  these  observers  bear  out  Smith's  contention  that 
luxuriance  and  speed  of  growth  are  much  more  marked  in  the  human 
than  in  the  bovine  variety.  Marked  differences,  furthermore,  have  been 
shown  to  exist  in  the  pathogenic  qualities  of  these  bacilli  toward  various 
animal  species. 

Guinea-pigs  inoculated  with  the  bovine  type  °  die  more  quickly 
and  show  more  extensive  lesions  than  those  infected  with  human  bacilli. 
The  difference  in  the  pathogenicity  of  the  two  organisms  for  rabbits  ii^ 
sufficiently  striking  to  be  of  diagnostic  valu(\  The  bovine  bacilli  usually 
kill  a  rabbit  within  two  to  five  weeks;  the  human  bacilli  produce  a  mild 
and  slow  disease,  lasting  often  for  six  months,  and  occasionally  fail  to 
kill  the  rabbits  at  all. 

The  practical  importance  of  distinguisliing  bc^.tween  the  two  types, 
of  course,  attaches  to  the  question  as  to  whether  the  bovine  and  the 
human  disease  are  mutually  intercommunicable.  Extensive  attempts  to 
infect  cattle  with  bacilli  of  the  human  type  have  been  made,**  for  the  most 
part  with  very  little  or  no  success.  Infectious  of  human  beings  with 
bovine  bacilli,  however,  have  been  r(*port(Ml  and  j^roved  beyond  reason- 
able doubt,  by  Smith,'  Ravenel,^  Kossel,  Weber,  and  Heuss,'*  and  others. 
Most  of  these  infections  have  boi^n  in  children.  It  is  likely,  therefore, 
that  while  cattle  are  to  a  considerable  degree?  imnunu*  against  the  bacillus 
of  the  human  type,  human  beings  do  not  enjoy  the  same  safeguard  in 
respect  to  the  bovine  bacillus.  During  adult  life,  t]i(^  danger  of  such  in- 
fection, however,  is  far  less  than  it  is  during  infancy  and  early  youth. 

The  Bacillus  of  Avian  Tuberculosis. — A  (lis(»ase  resembling  in  manv 
features  the  tuberculosis  of  man  is  not  uncommon  among  chickens, 
pigeons,  and  some  other  bird  species.     Koch  was  tiie  first  to  discover  in 

»  Havenel,  Lancet,  1901;   Univ.  Pcnn.  Med.  Bull.,  1902. 

'  Vayedes,  Zeit.  f.  Ilyg..  1898. 

a  Wolbach  and  Ernst,  "  Studies  from  the  Rockefeller  Inst.."  II,  1904. 

*  Kossel,  Weber,  und  Ileuss,  Arb.  a.  d.  kais.  Cie.sundheitsan.t ,  1904  ami  1905. 

*  Smith,  loc.  cit.,  and  Medical  Ne>\*8,  1902. 

•  Beck,  ^'Festsch.  R.  Koch,"  1902;  Smith,  loc.  cit. 
^  Smith,  Trans.  Assn.  Amer.  Phys..  1901^. 

8  Ravenel,  Univ.  Penn.  Med.  Bull.,  1902. 

•  Kossel,  Weber,  und  Ileiiss,  loc.  cit. 
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tlic  l(\sions  of  diseased  fowl  bacilli  much  resembling  Bacillus  tuberculosis. 
It  was  soon  shown,  however,  by  the  studies  of  Nocard  and  Roux,^ 
Mafuc'ci,-  and  others,  that  the  bacillus  of  the  avian  disease  represented 
a  ([(^finitely  difTerentiablc  species. 

Morphologically,  and  in  staining  characteristics,  the  bacillus  is 
almost  identical  with  that  of  the  human  disease.  In  culture,  however, 
growth  is  more  rapid  and  takes  place  at  a  temperature  of  41*^  to  45*^  C 
(the  normal  temperature  of  birds),  while  the  human  type  is  unable  to 
thrive  at  a  temperature  above  40*^. 

(luinea-pigs,  vcr>'  susceptible  to  human  tuberculosis,  are  very 
refiactory  to  infection  with  the  avian  type;  while,  on  the  other  hand, 
rjihbits  which  arc  resistant  to  the  human  type,  succumb  rapidly  to  in- 
fection with  avian  tuberculosis.*  Prolonged  cultivation  and  passage 
til  rough  the  mammalian  body  is  said  to  cause  these  bacilli  to  approach 
more  or  less  closely  to  the  mammalian  type.  Conversely,  Nocard  * 
succ(»e(le(l  in  rendering  mammalian  tubercle  bacilli  pathogenic  for  fowl 
by  k(M'ping  them  in  the  peritoneal  cavities  of  hens  in  celloidin  sacs  for 
^ix  months. 

Recently  Koch  and  Rabinovitsch  *  have  isolated  from  the  spleen  of 
a  young  man  dead  of  tuberculosis,  a  microorganism  which,  culturally, 
morphologically,  and  in  its  pathogenic  actioij  upon  birds,  seemed  to 
b(»l()iig  to  the  avian  type.  Lowenstein  ^  describes  a  similar  organism 
cultivated  from  a  human  case  which  seems  to  be  a  transitional  type. 
Observations  of  this  order  are,  however,  too  few  at  the  present  time  to 
b(^  used  as  the  basis  of  a  definite  opinion  as  to  the  relationship  between 
tlie  two  varieties. 

Bdcillus  of  Fish  Tuberculosis. — ^This  bacillus,  isolated  by  Dubarre 
and  Terre,'*  resembles  Bacillus  tuberculosis  in  morphology  and  in  a 
certain  degrei*  of  acid-fastness.  It  grows  at  low  temperatures,  15®  to 
30°  C.  It  is  non-pathogenic  for  animals,  but  kills  frogs  within  a 
month.  Except  for  the  acid-fastness  it  has  little  in  common  with 
liacillus  t uberculosis. 


>  Xorard  et  Roux,  Ann.  de  I'inst.  Pasteur,  1887. 
2  Mafucci,  Zeit.  f.  Hyg.,  xi. 
^  Mafurci ,  loc.  cit. 

«  Straus  ot  Gaimileia,  Arch,  de  m^d.  exp4r.,  1891;  Courmonl  et  Dor,  Arch,  de 
m6d.  oxp..  1S91. 

'  Xncartt.  Ann.  de  I'inst.  Pasteur,  1898. 

«  Koch  and  Rabinovitsch,  Virch.  Arch.,  Beiheft  to  Bd.  190,  1907. 
'  Lowenstein,  (juoted  from  Koch  and  Rabinovitsch,  loc.  cit. 
^  Dubarre  et  Terra,  Compt.  rend,  de  la  soc.  de  bioL,  1897. 
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Bacillus  of  Timothy. — Moeller  isolated  from  timothy-grass  and  fron 
the  dust  in  haylofts  bacilli,  which  appear  like  Bacillus  tuberculosis  an( 
are  acid-fast.  They  grow  rapidly  on  agar,  colonies  soon  showing  a  dee] 
red  or  dark  yellow  color. 

Bacillus  butyricus  (Butter  Bacillus). — Bacilli  morphologically  re 
sembling  Bacillus  tuberculosis  and  possessing  the  acid-fast  property 
though  to  but  a  slight  degree,  have  been  isolated  from  milk  and  hxitto 
by  Petri,'  Rabinovitsch,'  Kom,'  and  others. 

These  bacilli  arc  easily  differentiated  from  Bacillus  tuberculosi 
culturally.  They  are  slightly  pathogenic  for  guinea-pigs,  but  not  fo 
man. 

Bacillus  ame^vuitis  aiul  the  hax:illus  of  leprosy  will  be  discussed  ii 
separate  sections.  The  differentiation  of  these  organisms  by  mean 
of  staining  reactions  has  been  discussed  in  the  section  on  staininj 
methods. 


»  Petri,  Arb.  a.  d.  kais  Gesundhcitsamt,  1897. 
2  Rohinomtsch,  Zeit.  f.  Hyg.,  1897. 
^Kom,  Cent.  f.  Bakt.,  1899. 


CHAPTER  XXXIV 
THE  SMEGMA  BACILLUS  AND  THE  BACILLUS  OF  LEPROSY 

BAOILLUS   SmOlfiATIS 

In  1884,  Lustgarten  ^  announced  that  he  had  succeeded  in  demon- 
strating, in  a  number  of  syphilitic  lesions,  a  characteristic  bacillus, 
which  he  declared  to  be  the  etiological  factor  in  the  disease.  The  great 
importance  of  the  subject  of  Lustgarten's  communication  caused  nu- 
merous investigators  to  take  up  the  study  of  the  microorganisms  found 
upon  the  genitals  of  normal  and  diseased  individuals.  As  a  result  of 
these  researches  the  presence  of  the  Lustgarten  bacilli  upon  the  genitals 
of  many  syphilitics  was  confirmed;  but  at  the  same  time  bacilli,  which 
in  all  essential  particulars  were  identical  with  them,  were  found  in  the 
secretions  about  the  genital  organs  and  anus  of  many  normal  persons. 
The  first  to  throw  doubt  upon  the  etiological  significance  of  Lustgarten's 
bacillus,  and  to  describe  in  detail  the  microorganism  now  recognized  as 
Bacillus  smegmatis,  were  Alvarez  and  Tavel.'  Similar  studies  were 
made  soon  afterward  by  Klemperer,*  Bitter,*  and  others. 

The  smegma  bacilli  are  now  known  to  occur  as  harmless  sapro- 
phytes in  the  preputial  secretions  of  the  male,  about  the  external  genital 
organs  of  the  female,  and  within  the  folds  of  thighs  and  buttocks.  They 
are  usually  found,  in  these  situations,  in  clumps  upon  the  mucous  mem- 
brane, and  occasionally  in  the  superficial  layers  of  the  epithelium,  intra- 
and  extra-cellularly. 

Morphology. — ^The  smegma  bacilli  are  very  similar  to  tubercle  bacilli, 
hut  show  greater  variations  in  size  and  appearance  than  do  the  latter. 
In  length  the  individuals  may  vary  from  two  to  seven  micra.  They 
arc  usually  straight  or  slightly  curved,  but  according  to  Alvarez  and 
Tavel  may  show  great  polymorphism,  including  short  comma-like  forms, 
and  occasional  S-shaped  spiral  forms. 

1  Lustgarten,  Wien.  med.  Woch.,  47,  1884. 

2  Ahxirez  ct  Tai^l,  Arch.  d.  physiol.  norm,  et  path.,  Oct.,  1885. 
'  Klemjyerer,  Deut.  med.  Woch.,  xi,  1885. 

<  Bitter^  Virchow's  Arch.,  ciii. 
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They  are  not  easily  stained,  and  though  less  resistant  in  this  respect 
than  the  tubercle  bacillus,  they  yet  belong  distinctly  to  the  group  of 
acid-fast  bacilli.  Once  stained  by  the  stronger  dyes,  such  an  carbol- 
fuchsin  or  anilin-water-gentian-violet,  they  are  tenacious  of  the  dye, 
though  less  so  than  tubercle  bacilli. 

The  identification  of  the  smegma  bacillus  by  staining  methods  has 
become  of  great  practical  importance  since  Fraenkel,^  Miiller,*  and 
others  have  demonstrated  the  occasional  presence  of  acid-fast  bacilli, 
probably  of  the  smegma  group,  in  sputum,  and  in  secretions  from  the 
tonsillar  crypts  and  throat.  The  methods  of  differentiation  which  have 
been  found  most  practical  are  those  which  depend  upon  differences  in 
the  retention  of  stain  shown  by  these  bacilli.  While  it  may  be  stated 
as  a  general  rule  that  the  smegma  bacilli  are  more  easily  decolor- 
ized than  tubercle  bacilli,  it  is  nevertheless  important  that  a  con- 
trol, as  suggested  by  Wood,  be  made  with  known  tubercle  bacilli 
whenever  a  slide  of  suspected  smegma  bacilli  is  examined.  For 
the  actual  differentiation  an  excellent  method  is  that  of  Pappcnhcim, 
described  in  detail  in  the  section  on  Staining,  page  106.  This  method 
depends  upon  the  fact  that  prolonged  treatment  with  alcohol  and  rosolic 
acid  decolorizes  the  smegma  bacilli  but  not  the  tubercle  bacilli. 
Coles'  has  stated  that  smegma  bacilli  will  resist  Pappenheim's 
decolorizing  agent  for  four  hours  at  the  most,  while  tubercle  bacilli 
will  retain  the  stain,  in  spite  of  such  treatment,  for  as  long  as  twenty- 
four  hours. 

Although  minor  difToroncos  between  the  smegma  bacillus  and  that 
of  Lustgarton  have  been  upheld  by  Doutrelepont  *  and  others,  nev(»r- 
theless,  the  etiological  significance  of  Lustgarton 's  bacillus  in  syj>hilis 
has  been  finally  discredited,  and,  if  not  identical  with  the  smegma 
bacillus,  it  at  least  belongs  to  the  same  group. 

The  smegma  bacilli  have  no  pathogenic  significance.  They  an* 
found  upon  human  h(^ings  as  harmless  sai)r()phytes,  and  all  attempts  to 
infect  animals  have  so  far  been  unsuccessful.  They  are  cultivated 
with  great  difficulty,  first  cultivations  from  man  b(*ing  successful  only 
upon  the  richer  media  containing  human  serum  or  hydrocele  fluid. 
After  prolonged  cultivation  upon  artificial  media  they  may  be  kept 
alive  upon    glucose    agar    or    ascitic    agar.     Th(Mr    growth    is    slow: 

»  Fraenkcl,  lierl.  klin.  Woch..  189S. 

^  MiiUer,  Dout.  mod.  Woch..  189S. 

3  Coles,  Jour,  of  State  Mofl..  1904. 

*  Doutrelepont,  quoted  from  Klcmporcr,  loc.  cit. 
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and  the  colonics,  appearing  within  five  or  six  days  after  inoculation, 
iire  yellowish  white,  corrugated,  and  not  unlike  tubercle-bacillus 
colonies. 

BAOILLUS  LEPRiB  AND  LEPR08T 

The  bacillus  of  leprosy  was  first  seen  and  correctly  interpreted  as 
the  etiological  factor  in  the  disease  in  1879,  by  G.  Armauer  Hansen,* 
a  Norwegian  observer.  Hansen  found  the  bacilli  in  the  tissues  of  the 
nodular  lesions  of  patients,  lying  in  small  clumps,  intra-  and  extra- 
(;ellularly,  as  well  as  in  the  serum  oozing  from  the  tissue  during  its 
removal.  Hansen's  observation  was  the  fruit  of  over  six  years  of  careful 
study  and  as  to  his  priority  in  making  this  great  discovery,  there  can 
be  no  doubt.  Almost  simultaneously  with  his  publication,  however, 
Neisscr  ^  published  similar  results,  obtained  by  him  during  a  brief  stay 
at  Bergon,  during  the  preceding  summer.  The  bacilli  described  by 
thes(^  workers  are  now  recognized  as  being  unquestionably  the  cause 
of  the  various  forms  of  the  disease  known  as  leprosy. 

Morphology  and  Staining. — The  leprosy  bacillus  is  a  small  rod 
measuring  about  5  to  7fi  in  length  and  has  a  close  morphological  re- 
semblance to  Bacillus  tuberculosis,  except  in  that  it  is  less  apt  to  display 
the  Ix^aded  appearance  and  is  slightly  less  slender  than  the  latter.  It 
is  non-motile,  possesses  no  flagella,  and  forms  no  spores. 

Like  tubercle  bacilli,  furthermore,  the  leprosy  bacilli  belong  to  the 
class  of  so-called  acid-fast  bacteria,  being  stained  with  much  difficulty; 
but  when  once  stained  they  are  tenacious  of  the  color,  offering  con- 
siderable resistance  to  the  decolorizing  action  of  acids.  It  is  necessary 
for  differential  diagnosis,  however,  to  note  that  both  the  difficulty  of 
staining  and  the  resistance  to  decolorization  are  less  marked  in  the  case 
of  this  microorganism  than  in  the  case  of  Bacillus  tuberculosis.  It  was 
this  peculiar  behavior  to  stains  that  caused  the  delay  of  several  years  in 
Hanson\s  publications,  since  he  failed  in  obtaining  good  morphological 
spociniens  until  the  work  of  Koch  upon  bacterial  staining  had  supplied 
him  with  proper  methods.  The  bacillus  is  stained  most  easily  with 
anilin-water-gontian-violet  or  with  carbol-fuchsin  solution.  Stained  by 
CJrani's  method,  it  is  not  decolorized  and  appears  a  deep  blue.  Diflfer- 
(»ntial  staining  by  the  Ziehl-Neelsen  method  shows  the  bacillus  stained 
r(»d  unless  d(H'olorization  by  means  of  the  acid  and  alcohol  are  prolonged 

1  Hansen,  Virch.  Arch.,  79, 1879. 

3  Neisser,  Breslauer  &rztl.  Zeitschr.,  20, 1879. 
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for  an  unusual  time.  A  differentiation  from  tuL  TcIe  bacilli  by  virtue 
greater  ease  of  decolorization  is  of  value  only  in  the  hands  of  thosa 
having  much  experience  with  these  bacilli,  and  follows  no  regular  li 
of  acid-strengtha  or  time  of  application  which  can  be  generally  applied 
by  the  inexperienced.  In  tissues,  the  bacilli  are  eaaily  stained  by  th* 
methods  used  for  staining  tubercle  bacilli.  The  sections  are  left  in  the 
Zichl  carbol-fuchsin  solution  either  from  two  to  twelve  hours  at  incu- 
bator  temperature  or  for  twenty-four  hours  at  room  temperature. 
Subsequent  treatment  is  that  employed  in  the  caae  of  tuberculous  tissue 
sections  (sec  p.  112). 

OnltiTfttion. — Cultivation  of  the  leprosy  bacillus  has  not  met  with 
aucceuB.  Hansen  and  othere  who  have  approached  the  problem  with 
a  thorough  knowledge  of  the  microorganism,  combined  with  a  com- 
petent bacteriological  training,  have  failed  in  all  their  attempts. 
Numerous  positive  reaults  reported  by  observers  have  always  lacked 
adequate  confirmation.  Recently,  Rost,'  of  the  British  Army  Mfdical 
Corps,  has  claimed  success  in  cultivation  of  leprosy  bacilli  upon  Ball^freo 
bouillon,  his  point  of  departure  being  the  previous  observation  that 
salt-free  media  favored  the  growth  of  tubercle  bacilli.  His  results  have 
not  been  confirmed.  In  all  cases,  in  fact,  in  which  successful  ruitiva- 
tion  has  been  claimed,  no  positive  proof  as  to  the  leprous  nature  of  the 
cultivated  organisms  has  been  brought. 

Pathogenicity. — Innumerable  attempts  to  transmit  lepros>-  to  ani- 
mals by  inoculation  have  been  unsuccessful.  Nicolle,'  however,  has 
recently  claimed  successful  experiments  upon  monkeys  (macaeiis)  in 
whom  inoculation  with  tissue  from  infected  human  beings  was  followed, 
in  sixty-two  dayf,  by  the  development  of  a  small  nodule  at  the  site  (rf 
inoculation,  in  which,  upon  excision,  leprosy  bacilli  were  found.  In 
most  cases,  however,  inoculation  has  given  rise  merely  to  a  transient 
inflammatory  reaction. 

Among  human  beings,  leprosy  has  been  a  widely  spread  disease  since 
the  beginning  of  history,  an<l  much  evidence  is  found  in  ancient  lit- 
erature which  testifies  to  a  wide  distribution  of  the  disease  long  before 
the  Christian  era  and  throughout  the  Middle  Ages.  At  the  present  day, 
leprosy  is  most  common  in  the  eastern  countries,  especially  in  India  and 
China.  In  Europe  the  disease  is  foimd  in  Norway,  in  Russia,  and  in 
Iceland.  In  other  European  countries,  while  the  disease  occurs,  it  is 
not  at  all  common.     In  the  United  States,  there  are,  according  to  Osier, 


■  Rost,  Brit.  Med.  Sox. 


'  Nicolk,  Sem.  m&licalc,  10,  1905. 
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three  important  centers  of  leprosy  situated  in  Louisiana,  in  California, 
and  among  the  Norwegian  settlers  in  Minnesota.  The  disease  is  also 
present  in  several  provinces  of  Canada.  In  all  countries  in  which 
segregation  of  lepers  is  rigidly  practiced,  the  disease  is  diminishing.  In 
Norway,  according  to  Hansen,  proper  sanitary  measures  have  reduced 
the  number  of  lepers  from  2,870  in  1856,  to  577  in  1900. 

Clinically,  the  disease  appears  in  two  chief  varieties,  tubercular 
leprosy  and  the  so-called  anesthetic  leprosy.  In  the  former  variety, 
hard  nodular  swellings  appear,  usually  in  the  face  but  often  on  other 
parts  of  the  body  as  well.  These  lead  to  frightful  disfigurement  and 
are  accompanied  by  a  falling-out  of  hair  and  a  loss  of  sensation  in  the 
affoct(xl  areas.  In  the  anesthetic  form,  there  is  usually  at  first  pain  in 
d(»finitc  areas  of  the  extremities  and  the  trunk,  which  is  soon  followed 
by  the  formation  of  flat  or  slightly  raised  pigmented  areas,  within  which 
th(»re  is  absolute  anesthesia  with,  later,  atrophy  and  often  secondary 
necrosis  in  the  atrophied  parts.  The  disease  is  usually  chronic  in  its 
course. 

The  bacilli  are  found  in  large  numbers  in  the  cutaneous  lesions.  In 
th(»  knobs  of  the  nodular  variety,  they  lie  in  clumps  between  the  Con- 
ner* tive- tissue  cells  and  within  the  large  spheroidal  cells  which  make  up 
the  nodukvs.  They  are  found,  also,  in  advanced  cases,  in  the  liver  and 
in  the  spleen,  lying  within  the  cells,  and,  to  a  slighter  extent,  in  the 
inter(!ellular  spaces.  They  have  also  been  found  within  the  kidneys, 
the  endothelium  of  the  blood-vessels,  and  in  the  testicles.*  In  the  blood, 
the  bacilli  have  frequently  been  demonstrated,  especially  during  the 
febrile  attacks  which  occur  during  the  disease.  Westphal  and  Uhlen- 
hut  -  have  found  the  bacilli  within  the  central  nervous  system, 
and  these  observers,  as  well  as  others,  have  found  them  lying 
within  the  substance  of  the  peripheral  nerves,  thus  explaining  the 
anesth(»sia.  A  fact  of  enormous  importance  to  the  question  of 
transmission  is  the  observation  made  by  various  observers,  more 
especially  by  Sticker,  that  the  bacilli  are  found  with  great  regu- 
larity in  considerable  numbers  in  the  nasal  secretions  of  persons 
sufT(»ring  from  the  disease.  Sticker  is  inclined  to  regard  the  nose 
as  the  primary  path  of  infection.  Whether  or  not  this  be  true  can 
not,  at  present,  be  decided.  As  a  source  of  infection,  however,  the 
nasal  mucus    and,  secondarily,  the    saliva,  are  certainly  the   vehicles 


'  Sticker,  Miinch.  iiichI.  Woch.,  89.  1897. 

2  Westphal  uml  Uhlenhid,  Klin.  Jahrb.,  1901. 
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by  which  large  numbers  of  the  bacilli  leave  the  infected  patient,  and. 
therefore,  tend  to  spread  the  disease. 

The  contagiousness  of  leprosy  is  far  less  than  is  that  of  most  other 
bacterial  diseases.  Physicians  and  others  who  come  into  direct  contact 
with  large  numbers  of  leprous  patients,  observing  at  the  same  time  the 
ordinary  precautions  of  cleanliness,  rarely  contract  the  disease.  On 
the  other  hand,  intimate  contact  with  lepers  without  such  precautions 
is  the  only  possible  means  of  transmission.  The  demonstration  of 
leprosy  bacilli  in  dust,  soil,  etc.,  must  always  be  looked  upon  with  sus- 
picion, since,  apart  from  actual  human  inoculation,  there  is  no  method 
of  positively  differentiating  the  bacilli  from  similar  acid-fast  organisms. 
Instances  of  transmission  by  contact  are  on  record,  not  the  least  famous 
of  which  is  the  case  of  Father  Damien,  who  contracted  the  disea2$c  while 
taking  car(^  of  the  k^pers  upon  the  island  of  Molokai.  Hansen  states 
that  in  his  knowknlge  no  case  of  leprosy  can  be  found  in  which  careful 
examination  of  the  past  history  will  not  reveal  direct  contact  with  a 
previous  case.  Direct  inoculation  of  the  human  being  with  material 
from  a  leprous  patient  has  been  successfully  carried  out  by  Aming/ 
upon  a  Hawaiian  criminal.  In  this  case  a  piece  of  a  leprous  nodule 
wius  planted  into  the  subcutaneous  tissue  of  the  left  arm.  One  month 
after  the  inoculation,  pain  appeared  in  the  arm  and  shoulder,  and  four 
and  a  half  months  later  a  typical  leprosy  nodule  was  formed.  Four 
years  after  the  inoculation,  the  patient  was  a  typical  leper. 

Although  our  inability  to  cultivate  the  leprosy  bacillus,  and  the  lack 
of  success  attending  animal  inoculation,  have  made  it  impossible  to  study 
more  closely  the  toxic  action  of  this  microorganism,  there  is,  neverthe- 
less, some  evid(»nce  which  points  toward  the  production  of  a  poisonous 
substance  of  some  kind  by  the  l)acillus.     Rost,^  who  claims  to  have 
cultivated  the  bacillus,  manufactured  from  his  cultures,  by  the  techniijue 
for  the  production  of  **ol(l  tuberculin/'  a  substance  which  he  called 
'Meprolin,"  and  which  he  employed  therapeutically  in  the  same  manner 
in  which  tuberculin  is  employed  in  tuberculosis.     As  stated  before,  the 
results  of  Rost  still  lack  confirmation.     Of  far  greater  importance,  both 
in  demonstrating  the  probability  of  the  existence  of  a  definite  toxin  as 
well  as  in  indicating  the  close  relationship  between  the  leprosy  bacillus 
and  the  Bacillus  tuberculosis,  are  the  investigations  upon  the  action 
of   tuberculin   upon   leprous   patients.      When  tuberculin  is   adminis- 
tered to  lepers,  a  febrile  reaction  occurs  usually  twenty-four  or   more 


»  Aming,  Vers.  d.  Naturfor.  u.  Aerzte,  1886.  *  Rost,  loc.  cit. 
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hours  after  the  administration.  The  fever  diflfers  from  that  produced 
by  the  use  of  the  same  substance  in  tuberculous  patients  in  that  it  is  of 
late  occurrence  and  lasts  considerably  longer.  At  the  same  time,  there 
may  be  marked  redness  and  tenderness  of  the  nodules.  In  isolated 
cases,  Babes  *  has  noticed  alarmingly  high  and  prolonged  fever  together 
with  systemic  symptoms  such  as  nausea,  headache,  and  even  uncon- 
sciousness, following  the  injection  of  tuberculin.  The  same  writer 
claims  to  have  extracted  from  the  organs  of  lepers,  which  contained 
enormous  numbers  of  bacilli,  substances  which  showed  an  action  similar 
to  that  of  the  tuberculin. 


>  Babes,  in  KoUe  und  WaBsermann, "  Handbuch,"  etc.,  Erst.  Erg&nz.  Bd.,  1907. 
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BACILLUS    DIPIITHERIiE,    BACILLUS    HOFFMANNI,   AND     BACILLUS 

XEROSIS 

BAOILLUS  DIPHTHERIJB 

Since  1821,  when  Bretonneau  of  Tours  published  his  observa- 
tions, diphtheria  has  been  an  accurately  recognized  clinical  entity. 
Our  knowledge  of  the  disease  in  the  sense  of  modem  bacteriology, 
however,  begins  with  the  first  description  of  Bacillus  diphtherias  by 
Klebs  in  18»Sil  Klebs  *  had  observed  in  the  pseudomembranes  from 
diphtheritic  throats,  bacilli  which  in  the  light  of  more  recent  knowledge 
we  can  hardly  fail  to  recognize  as  the  true  diphtheria  organism.  His 
work,  however,  was  purely  morphological  and,  therefore,  inconclusive. 
One  year  after  this  announcement,  Loeffler  ^  isolated  and  cultivated  an 
organism  which  corresponded  in  its  morphological  characters  to  the  one 
described  by  Klebs.  He  obtained  it  from  thirt<»en  clinically  unques- 
tioned cases  of  diphtheria,  and,  by  inoculating  it  upon  the  injured  mucous 
surfaces  of  animals,  succeeded  in  producing  lesions  which  resemblenl 
closely  the  fals(»  nu^mbranes  of  the  human  disease.  His  failure  to  find 
the  bacillus  in  all  the  cases  he  examin(Ml,  his  finding  it,  in  one  instance, 
in  a  normal  throat,  and  his  inability  to  explain  to  his  own  satisfaction 
some  of  the  systemic  manifestations  of  the*  infection  which  we  now 
know  to  be  due  to  the*  toxin,  caused  him  to  frame*  his  conclusions  in 
a  tone  of  the  utmost  ('(mservatism.  The  second  and  third  publications 
of  Loeffler,'  however,  and  the  inquiry  into  tlie  nature  of  the  toxins 
produced  by  the  bacillus,  published  in  ISSS  by  Roux  and  Yersin/ 
eliminated  all  remaining  doubt  as  to  the?  etiological  relationship  existins; 
between  this  organism  and  the  disease. 

Innumerable  observations,  both  clinical  and  bacteriological  bv 
other  workers,  have,  since  that  time,  confirmed  the*  early  investigations. 

'  Klebs,  Verh.  d.  2.  Kongr.  f.  inn.  Medizin.  Wiosbaden,  1S83. 
2  Loeffler,  Mitthoil.  a.  d.  kiiis.  ricsimdheitsanit.  1SH4. 
^Loeffler,  Cent.  f.  Bakt.,  ISST  an<I  181K). 
*  Roux  and  Yersin,  Ann.  de  I'inst.  Paslour.  ISSS  and  IS89. 
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and  it  is  to-day  a  scientific  necessity  to  find  the  bacillus  of  Klebs  and 
I^)cfflcr  in  the  lewion  before  a  diagnosis  of  "diphtheria"  can  properly 

l»l'  TllJldc 

Horpholo^  and  Staining. — While  Bacillus  diphtherice  presents 
(•crliiin  chaiactoristic  appctiranccs  which  facilitate  its  recognition,  it  is, 
at  the  same  time,  subject  to  a  number  of  morphological  variations  with 


Fig.  105.— Bacillus  diphthehi^b. 


all  of  which  it  is  important  to  be  familiar.  These  variations  are,  to  a 
hniiK-d  extent,  dependent  upon  the  age  of  the  culture  and  upon  the 
couMtilution  of  the  medium  on  which  it  has  been  grown.  These 
factors,  however,  do  not  control  the  appearance  of  the  organism  with 
any  di'gii'f  of  ix'gnhirity,  and  any  or  all  of  its  various  formal  may  occur 
in  (iiic  and  the  same  culture.  It  is  likely  that  these  different  appear- 
ances repros<'nt  stafte.-*  in  the  growth  and  degeneration  of  the  indi- 
vidual bacilli,  but  thei-e  doi's  not  seem  to  be  any  just  reason  for 
bclicvinj^  that ,  as  several  observers  have  stated,  there  is  definite  correla- 
tion bi'twc'cn  its  microscopic  fonn  and  its  biological  characteristics,  such 
as  virulence,  toxii-itv,  etc. 
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The  bacilli  arc  slender,  straight,  or  slightly  curved  rods.  In  length 
they  vary  from  1.2  micra  to  6.4  micra,  in  breadth  from  0.3  to  1.1.  As 
seen  most  frequently  when  taken  from  the  throat  they  are  about  4  to 
5  micra  in  length.  They  are  ranily  of  uniform  thickness  throughout 
their  length,  showing  club-shaped  thickening  at  one  or  both  ends. 
Occasionally  they  may  be  thickest  at  the  center  and  taper  toward  the 
extremities.  When  thickened  at  one  end  only,  a  slender  wedge-shape 
results.  Such  forms  are  usually  straight,  of  smaller  size  than  their 
neighbors,  and  are  more  often  stained  with  great  uniformit3\  These 
are  spoken  of  by  .Beck*  as  the  "ground  type,''  and  assumed,  for  in- 
sufficient reasons,  to  be  the  young  individuals.  Branched  forms 
have  l)een  described  by  some  investigators.  They  are  rare  and 
probably  to  he  regarded  as  abnormal  or  involution  forms  due  to  un- 
favorable environment. 

The  organisms  stain  with  the  aqueous  anilin  dyes.  A  characteristic 
irregularity  of  staining  which  is  of  great  aid  in  diagnosis  is  best  obtained 
with  LoeflBer's  "  alkaline  methylene-blue.'*  (For  preparation  see  section 
on  Stahiing,  p.  96.)  Stained  with  this  solution  for  five  to  ten  minutes 
many  of  the  bacilli  appear  traversed  by  unstained  transverse  bands 
which  give  them  a  striped  or  beaded  appearance.  The  longer  indi- 
viduals often  have  a  strong  resemblance  to  short  chains  of  strepto- 
cocci. Others  may  appear  unevenly  granular.  In  cultures  which 
are  about  eighteen  hours  old,  many  of  the  bacilli  may  show  deeply 
stained  oval  bodies  situated  most  frequently  at  the  ends.  These  arc 
the  so-called  "polar*'  or  "Babes-Ernst"  bodies.^  Special  stains  have 
been  devised  for  the  demonstration  of  these  appearances.  One  of  these 
was  originated  by  Neisser,'  who  claims  for  it  differential  value  in 
distinguishing  these  organisms  from  pseudodiphtheria  and  xerosis 
bacilli. 

His  method  requires  two  solutions: 

1.  Methylene  blue  (Griibler) 1  gram. 

Alcohol,  90  p)er  cent 20    c.c. 

Glacial  acetic  acid 50     " 

Water 950     " 

2.  Bismarck  brown 2  grams. 

Water 1.000   c.c. 


»  Beckf  in  KoUe  und  Wassermann,  ii,  p.  77.'5. 
2  Babes,  Zeit.  f.  Hyg.,  Bd.  v,  1889. 
»  Neisser,  Zeit.  f.  Hyg.,  xxiv,  1897. 
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The  cover-slip  preparation,  after  having  been  fixed,  is  stained  with  so- 
lution No.  1  for  one  to  three  seconds.  It  is  then  washed  in  water  and 
imniei-sed  for  from  three  to  five  seconds  in  solution  No.  2.  With  this 
stain  the  bodies  of  the  bacilli  appear  brown,  the  polar  granules  blue. 

Another  method  which  has  been  extensively  used  is  that  of  Roux. 
The  solutions  required  for  this  are: 

1 .  Dahlia  violet 1  gram. 

AlcMjhol,  90  per  cent 10     c.c. 

Aq.  dest ad  100       " 

2.  Methyl  green 1  gram. 

Alcohol,  90  per  cent 10      c.c. 

A(i.  dest ad  100       '' 

The  two  solutions  are  mixed,  one  part  of  1  being  added  to  three  parts 
of  2.  Preparations  are  stained  in  this  mixture  for  two  minutes.  The 
polar  bodies  appear  a  dark  violet.  Other  methods  for  the  staining  of 
polar  bodies  have  been  recommended.  There  is  very  little  advantage 
in  the  use  of  these  double  stains  and  most  bacteriologists  employ  for 
routine  work  the  simple  stain  with  Loeffler's  alkaline  methylene  blue. 

The  significance  of  the  polar  bodies  is  not  well  understood.  Their 
discoverer,  Ernst,  regarded  them  as  bodies  analogous  to  the  spores  of 
other  organisms.  The  ease  with  which  they  are  stained,  however,  and 
the  low  temperatures  to  which  the  bacteria  succumb  make  this  appear 
v(»ry  unlikely.  A  more  probable  interpretation  seems  to  be  that  of 
Eschcrich  ^  who  regards  them  as  chromatic  granules. 

Stained  by  Gram's  method,  the  diphtheria  bacilli  retain  the  gentian- 
viokit.  Care  must  be  used  in  carrying  out  this  method  and  strict  timing 
adhered  to,  since  slight  carelessness  in  this  respect  may  lead  to  irregular 
results. 

In  stained  smears  from  the  throat  or  from  cultures  a  characteristic 
grouping  of  the  bacilli  has  been  observed.  They  lie  usually  in  small 
clusters,  four  or  five  together,  parallel  to  each  other,  or  at  sharp  angles. 
Two  organisms  may  often  be  seen  attached  to  each  other  by  their  cor- 
responding ends  while  their  bodies  diverge  to  form  a  "V"  or  "  Y"  shape. 

Biological  Characteristics. — ^The  diphtheria  bacillus  is  a  non-motile, 
non-flagellated,  non-spore-forming  aerobe.  Its  preference  for  oxygen 
is  marked,  but  it  will  grow  in  anaerobic  environment  in  the  presence  of 
suitable  carbohydrates.  It  does  not  liquefy  gelatin.  The  bacillus  grows 
at  temperatures  varying  between  19°  C.  and  42®  C,  the  most  favorable 

^  Escherich,  "  Aetiologie,  etc.,  d.  Diphth.,"  Wien,  1894. 
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temperature  for  its  development  being  37.5**  C.  Temperatures  above 
37.5°,  while  not  entirely  stopping  its  growth,  impede  the  development 
of  its  toxin. 

Rasifltance. — ^The  thermal  death  point  of  this  organism  is  58^  C.  for 
ten  minutes,  according  to  Welch  and  Abbott.  Boiling  kills  it  in  about 
one  minute.  Low  temperatures,  and  even  freezing,  are  well  borne. 
Desiccation  and  exposure  to  light  are  not  so  fatal  to  this  organism  a^^ 
to  most  of  the  other  pathogenic  bacteria.  Sternberg  ^  has  found  it 
alive  in  dried  bits  of  the  pseudomembrane  after  fourteen  weeks.  It  is 
easily  killed  by  chemical  disinfectants  in  the  strengths  customarily 
employed.  HjO,  seems  especially  efficacious  in  killing  the  organisms 
rapidly. 

Oultiyation. — ^The  diphtheria  bacillus  grows  readily  on  most  of  the 
richer  laboratory  media.  It  will  grow  upon  media  made  of  meat 
extract,  but  develops  more  luxuriantly  on  all  those  which  have  a  meat 
infusion  as  their  basis.  While  it  will  grow  upon  both  acid  and  alkaline 
media,  it  is  sensitive  to  the  extremes  of  both,  the  most  favorable  reaction 
for  its  development  being  probably  about  0.5  per  cent  alkalinity  ex- 
pressed in  tenns  of  j  NaOH.  Animal  proteids  added  to  the  media, 
in  the  form  of  blood  serum,  ascitic  fluid,  or  even  whole  blood,  increase 
greatly  the  rapidity  and  richness  of  its  growth.  Horse  serum  is  sup- 
posed by  some  to  be  especially  favorable.^ 

Loeffler*s  Medium, — ^The  most  widely  used  medium  for  the  cultiva- 
tion of  this  bacillus  is  the  one  devised  by  Loeffler.     This  consists  of: 

Beef  blood  serum    3  parts 

One  per  cent  glucose  meat-infusion  bouillon 1  part 

The  mixture  is  coagulated  at  70°  C.  in  slanted  tubes  and  sterilized  at 
low  temperatures  by  the  fractional  method.  Upon  this  medium  the 
diphtheria  bacillus  in  twelve  to  twenty-four  hours  develops  minute, 
grayish-white,  glistening  colonics.  These  enlarge  rapidly,  soon  out- 
stripping the  usually  accompanying  streptococci.  The  medium  seems 
to  possess  almost  selective  powers  for  the  bacillus  and,  for  this  reason, 
it  is  especially  valuable  for  diagnostic  purposes. 

Meat-Infusion  Agar. — Upon  slightly  alkaline  meat-infusion  agar 
the  bacillus  develops  readily,  though  less  so  than  on  Loeffler's  serum. 
Organisms  which  have  been  on  artificial  media  for  one  or  more  genera- 
tions may  grow  with  speed  and  luxuriance  upon  this  medium.  When 
plantctd  directly  from  the  human  or  animal  body  upon  agar,  however, 

>  Sternberg,  "  Manual  Bac,"  p.  455.  >  Michet,  Cent.  f.  Bakt.,  1897. 
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growth  may  occasionally  be  slow  and  extremely  delicate.  Colonies 
on  agar  appear  within  twenty-four  to  thirty-six  hours  as  smaU, 
rather  translucent,  grayish  specks.  The  appearance  of  these  colonies 
is  quite  characteristic  and  easily  recognized  by  the  practiced  observer. 
Surface  colonies  are  irregularly  round  or  oval,  showing  a  dark, 
heaped-up,  nucleus-like  center,  fringed  about  by  a  loose,  coarsely 
granular  disk.  The  edges  of  these  colonies  have  a  peculiarly  irregular, 
torn  appearance  which  distinguishes  them  readily  from  the  sharply 
(lefiiiod  chain-fringed  streptococcus  colonies.  For  these  reasons  agar 
is  the  medium  most  commonly  used  for  purposes  of  isolation.  The 
deep  colonies  in  this  medium  are  dense  and  sharply  outlined. 

The  addition  of  dextrose  1  per  cent,  nutrose  2  per  cent,  or  glycerin 
6  per  cent,  renders  agar  more  favorable  for  rapid  growth,  but  unfits  it 
for  the  preservation  of  cultures,  the  organism  dying  out  more  rapidly, 
probably  because  of  acid  formation. 

Meat-Infusion  Broth, — Upon  beef  or  veal  broth  the  diphtheria  bacil- 
lus grows  rapidly,  almost  invariably  forming  a  pellicle  upon  the  surface, 
— another  expression  of  its  desire  for  oxygen.  The  broth  remains 
dear.  Broth  tubes  with  such  growth,  therefore,  have  a  character- 
istic appearance. 

Meairinfusion  gelatin  is  a  favorable  medium  for  the  Klebs-Loeffler 
bacillus,  but  growth  takes  place  slowly  because  of  the  low  temperature 
at  which  this  medium  must  be  kept.     Gelatin  is  not  fluidified. 

Milk  is  an  excellent  medium,  and  for  this  reason  may  even  occa- 
sionally be  a  vehicle  of  transmission.  There  is  no  coagulation  of  the 
milk. 

Upon  potato,  B.  diphtheriae  will  grow  only  after  neutralization  of  the 
acid.     It  is,  at  best,  however,  a  poor  nutrient  medium. 

Upon  the  various  pepton  sdtUions  the  bacillus  of  diphtheria  produces 
no  indol. 

Many  special  media  have  been  recommended  for  the  cultivation  of 
this  organism.  The  most  important  of  these  are  the  modification  of 
Loeffler's  serum  devised  by  Beck,*  the  horse-blood-fibrin  cake  used  by 
Ivschcrich,  and  Wassermann's  ascitic-fluid-nutrose-agar,  called  by  him 
*'Xasgar."  None  of  these  has  sufficient  advantages  over  the  simpler 
media,  however,  to  make  its  substitution  desirable. 

Isolation. — Because  of  the  comparative  ease  with  which  B.  diph- 
theriie  is  isolated  from  mixed  cultures,  it  is  not  necessary  to  give  in  de- 


»  M.  Beck,  Kolle  und  Wasserraann;  Brit.  Med.  Jour. 
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tail  the  diffcrfnt  motluHlH  devised  foi-  tliis  purposo.  Th<!  one  ilf- 
Bcribotl  bc'low  is  the  one  most  frf-qiifut ly  ciiiployt^ti,  jind  is  l>oth  isiiiipU 
and  it'liiiblc. 

Cultures  ai-e  tiikcn  Sifim  throats  upon  I^iefflcr'.s  lilooil  svniiii. 
Thew?  aiv  pemiitted  to  ^ntw  at  li7.i)°C,  for  from  eighteen  to  twenty, 
four  hours.  At  the  end  of  this  time  alwml  ">  r.c.  of  houillnn  an 
[xtun-d  into  the  tubes  and  the  growth  is  ;iently  emidsifioci  in  the  broilj 
with  a  pliitinum  loop.  Two  or  thi-ee  l<«)pfuLi  of  this  eniulsimi  ar> 
tlien  streaked  over  the  wnrfnce  of  t^lur'ose  a^tur,  scrum  ngiir,  or  nutrosc 


Agar.  After  twenty -four  hours'  iui'ubution  thcso  pliifrs  show  char- 
acteristic colonics  which  can  he  etisily  fishrd  and  a;:;iin  t ransf cri-cd 
to  I-oofflcr  tubes  or  any  other  suitable  m<-diuni.     The  same  luothod 
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is    well   adapted   for    the    isolation  of   pseudodiphtheria    and    xerosis 
bacilli. 

Pathogenicity. — Unlike  most  other  microorganisms,  Bacillus  diph- 
thcM-ia*  cau.ses  a  more  or  less  specific  local  reaction  in  mucous  mem- 
branes, which  results  in  the  formation  of  the  so-called  "pseudo-mem- 
branes." When  these  are  characteristically  present,  infection  with  this 
bacillus  should  always  be  suspected.  The  consequent  disease  depends, 
in  part,  upon  the  mechanical  disturbance  caused  by  these  false  mem- 
branes and,  in  part,  upon  the  systemic  poisoning  with  the  toxin  which  the 
bacilli  produce.  Although  the  diphtheria  bacillus  has  been  found  after 
(loath  in  the  spleen  and  liver,  we  have  no  data  which  would  justify  the 
assumption  that  a  true  diphtheria-septicemia  may  occur  during  life. 
It  is  piobable  that  in  those  cases  which  Baginsky  *  has  called  the  sep- 
ticemic form  of  dii)htheria,  Bacillus  diphtheria?  has  merely  opened  a 
})ath  by  which  accompanying  streptococci  have  gained  access  to  the 
lyni])hatics  and  th(^  l)loo(l  stream.  The  most  frequent  sites  of  diph- 
theritic inflanunation  are  the  mucous  membranes  of  the  throat,  larynx, 
and  noso.  They  have  also  been  found  in  the  ear,  upon  the  mucous 
membrane*  of  the  stomach  and  the  vulva,  and  upon  the  conjunctiva  and 
the  skin.  According  to  Loeffler,  Strelitz,'  and  others,  the  bacillus  may, 
by  extension  from  the  lar}'nx,  give  rise  to  a  true  diphtheritic  broncho- 
pncHimonia. 

I'or  most  of  the  usual  laboratory  animals  the  diphtheria  bacillus  is 
v(  ly  pathogenic.  Dogs,  cats,  fowl,  rabbits,  and  guinea-pigs  are  sus- 
ceptible. Rats  and  mice  are  resistant  to  all  but  extremely  large  doses. 
1  alse  m(»mbranes,  analogous  in  every  way  to  those  found  in  human 
beings,  have  been  produced  in  many  animals  of  susceptible  species,  but 
only  after  inoculation  with  the  bacillus  had  been  preceded  by  mechanical 
injury  of  the  mucosa.  The  lesions  produced  in  animals  by  subcutane- 
ous inoculation  pres(*nt  many  characteristic  features  which  facilitate  the 
bacteriological  nrognition  of  the  diphtheria  bacillus.  Small  quantities 
(O..")  to  1  c.c.)  of  a  virulent  broth  culture,  given  subcutaneously  to  a 
uuinea-pig,  niay  pro<luce  the  gravest  symptoms  and  within  six  to  eight 
hours  the  annual  may  show  signs  of  great  discomfort.  Death  occurs 
usually  within  thirty-six  to  seventy-two  hours.  Upon  autopsy  the  point 
of  inoculation  is  soggy  with  serosanguineous  exudate;  neighboring 
lymph-nodes  are  edematous.  Lungs,  liver,  spleen,  and  kidneys  are 
congested.     There  may  be  pleuritic  and  peritoneal  exudates.     Charac- 

'  liaginsky,  "  Lehrbuch  d.  Kinderkrankheiten." 
-  Strclitz,  Arch.  f.  Kinderheilk.,  1891. 
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tcristic,  and  almost  pathognomonic,  is  a  severe  congestion  of  both 
suprarenal  bodies.  The  gastric  ulcerations  recently  described  by  Rose- 
nau  and  Anderson  ^  may  occur,  but  are  by  no  means  regularly  found 
(two  out  of  fifty  in  our  series^). 

Diphtheria  Toxin.^ — .Vnimals  and  man  infected  with  B.  diphtheria 
show  evidences  of  severe  systemic  disturbances  and  even  oi^anic  de- 
generations, while  the  microorganism  itself  can  be  found  in  the  local 
lesion  only.  This  fact  led  even  the  earliest  observers  to  suspect  that, 
in  part  at  least,  the  harmful  results  of  such  an  infection  were  attrib- 
utable to  a  soluble  and  diffusible  poison  elaborated  by  the  bacillus.  The 
actual  existence  of  such  a  poison  or  toxin  was  definitely  proved  by 
Roux  and  Yersin  *  in  1889.  They  demonstrated  that  broth  cultures  in 
which  B,  diphthcrite  had  been  grown  for  varj^ing  periods  would  remain 
toxic  for  guinea-pigs  after  the  organisms  themselves  had  been  re- 
moved from  the  culture  fluid  by  filtration  through  a  Chamberland  filter. 

Mkthods  of  Produci^on  of  Diphtheria  Toxin. — While  toxin  can 
be  produced  with  almost  all  of  the  virulent  diphtheria  bacilli,  there 
Ls  great  variation  in  the  speed  and  degree  of  production,  dep)endent 
upon  the  strain  of  organisms  employed  and  upon  the  ingredients  and 
reaction  of  the  medium  upon  which  thoy  are  grown.  Most  labora- 
tories possess  one  or  several  strains  of  bacilli  which  are  empirically 
known  to  be  especially  potent  in  this  respect.  One  of  the  most  ex- 
tensively used,  not  only  in  this  countr>\  but  in  Europe  as  well,  is 
the  strain  known  as  "Culture  Americana,''  or  " Park-Williams  Bacillut 
No.  S,"  an  organism  isolated  by  Dr.  Anna  Williams  of  the  Now  York 
Department  of  Health  in  1S94.  Throughout  more  than  ten  years  of  cul- 
tivation this  bacillus  has  retained  its  great  power  of  toxin  production. 

Because  of  the  severity  of  cases  of  diphtheria  in  which  the  diph- 
theria bacilli  were  associated  with  streptococci,  many  observers  were 
led  to  heliev(^  that  the  presence  of  streptococci  tended  to  increase  the 
toxin-producing  power  of  B.  diphtherite.  Kxperiments  by  Hilbert,^ 
Theobald  Smith,"  and  others  seem  to  have  given  support  to  this  view. 

The  medium  most  fre(]uently  employed  for  the  production  of  toxin  is 
a  beef-infusion  broth.     There  are  minor  diffen^nces  of  opinion  as  to  the 


1  Rosenau  iind  Anderson^  Joum.  Inf.  Uis.,  iv,  1907. 

2  Zinsser,  Joum.  Med.  Res.,  x\ni,  1907. 

3  Loeffler,  Cent.  f.  Bakt.,  1887. 
*  Roux  and  Yersin,  loc.  cit. 

''  Ililberl,  Zeit.  f.  Hyg.,  xxix.  1898. 
^  Smith,  Medical  Rec,  May,  1896. 
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most  favorable  constitution  of  this  medium  for  the  production  of  toxin. 
All  agree,  however,  in  recognizing  the  importance  of  pepton,  without 
which,  according  to  Madsen/  no  satisfactory  toxin  has  yet  been  pro- 
duced. This  is  added  in  proportions  of  from  one  to  two  per  cent.  The 
presence  of  sugars  in  the  medium  is  not  desirable  in  that  it  leads  to  acid 
pro(lu('tion;  L.  Martin  '  removes  the  sugars  from  the  meat  by  fermen- 
tation with  yeast.  Smith '  accomplishes  the  same  purpose  with  B. 
coli.  According  to  Park  and  Williams,*  however,  this  is  superfluous, 
the  quantity  of  sugar  present  in  ordinary  butcher's  meat  not  being 
sufficient  to  exert  unfavorable  influence. 

Experience  has  shown  that  a  primary  alkaline  reaction  offers  the 
most  favorable  conditions  for  toxin  production.  In  all  cultures  of  B. 
diphtheriaj  in  non-sugar  free  broth,  there  is,  at  first,  a  production  of 
acid  and,  while  this  continues,  there  is,  as  Spronk '  has  shown,  little 
or  no  evidence  of  toxin  elaboration.  It  is  only  after  this  initial  acid- 
ity has  given  way  to  alkalinity  that  cultures  become  decidedly  toxic. 
Park  and  Williams,'  in  an  inquiry  into  the  question  of  reaction,  came 
to  the  conclusion  that  the  best  results  are  obtained  with  a  broth  to 
which,  after  neutralization  to  litmus,  j  NaOH  is  added  in*  an  amount 
of  7  c.c.  to  the  liter.  In  such  a  medium,  the  largest  yield  of  toxin  is 
obtained  after  about  five  to  eight  days'  growth  at  a  temperature  of 
37.5°  C.  If  left  at  this  temperature  for  a  longer  period  a  diminution 
in  the  strength  of  the  toxin  takes  place. 

Free  access  of  oxygen  to  the  culture  medium  during  the  growth 
of  the  organisms  has  been  found  to  be  of  great  importance.     Roux* 
obtained  this  by  passing  a  stream  of  oxygen  through  the  bouillon.     The 
supply  is  quite  sufficient  for  practical  purposes,  however,  if  the  medium 
is  distributed  in  thin  layers  in  large-necked  Erlenmeyer  flasks. 

(Chemical  Nature  and  Physical  Properties  of  Diphtheria 
Toxin. — The  chemical  composition  of  diphtheria  toxin  is  not  known. 
Brieg(»r  and  Frankel,'  by  repeated  precipitation  with  alcohol,  succeeded 
in  extracting  from  toxic  bouillon  a  white,  water-soluble  powder  which 
possessed  most  of  the  poisonous  proporties  of  the  broth  itself.     This,  in 


»  M arisen,  Kraus  und  Levaditi,  "  Handbuch  d.  Technic,"  etc.,  1907. 

2  L.  Martin,  Ann.  de  I'inst.  Pasteur,  1897. 

3  Th.  Smith,  Jour.  Exp.  Med.,  iv,  1899. 

<  Park  and  Williams,  Joum.  Exp.  Med.,  1897. 
*  Sjyronk,  Ann.  de  Tinst.  Pasteur,  1895. 
»  Park  and  Williams,  Jour.  Exp.  Med.,  1897. 
7  Brieger  und  Frankel,  Berl.  klin.  Woch.,  xi-xii,  1889. 
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solution,  gave  many  of  the  usual  protcid  reactions,  but  differed  from  pro- 
teids  in  failing  to  coagulate  when  boiled  and  in  not  giving  precipitate* 
when  treated  with  magnesium  sulphate,  sodium  sulphate,  or  nitric  acid. 
It  was  believed  by  them  to  be  closely  related  to  the  albumoscs,  bodies  rei>- 
rcsenting  intermediate  phases  in  the  peptonization  of  albumins.  Similar 
results  have  been  obtained  by  Wassermann  and  Proskauer,'  Brieger  and 
Boer,'  and  others.  Uschinsky,'  on  the  other  hand,  has  disputed  the 
proteid  nature  of  toxins  in  general  and  has  succeeded  in  producing 
diphtheria  toxin  by  growing  the  organism  upon  a  medium  entirely  free 
from  albuminous  bodies.  Uschinsky  believes  that  the  proteid  reactions 
observed  by  other  workers  may  be  due  to  ingredients  of  the  precipitates 
other  than  the  toxin.  It  is  not  impossible,  however,  that  the  organ- 
isms may  have  produced  proteid  substances  by  synthesis  from  the 
simpler  substances  in  Uschinsky 's  medium.  The  production  of  toxin 
from  such  a  medium,  therefore,  is  not  a  conclusive  argument  against  the 
proteid  nature  of  toxins.  Accurate  chemical  isolation  and  analysis  of 
diphtheria  toxin  have  not  yet  been  accomplished. 

Diphtheria  toxin  is  destroyed,^  when  in  the  fluid  form,  by  tem- 
peratures of  58°  to  60®  C.  In  the  dry  state,  it  may  resist  a  temperature 
of  70®  C.  and  over,  without  noticeable  change.  Light  and  the  free  access 
of  air  produce  rapid  deterioration.  Sealed,  protected  from  light,  ami 
kept  at  almost  freezing  point,  the  toxin  remains  stable  for  very  long 
periods.  Electrical  currents  passed  through  toxic  broth  have  little  or 
no  effect  upon  it. 

Bacteria  Similar  to  Bacilltui  Diphtheria. — Bacillus  Hoffmaxm 
(PsdLdodiphtheria  baciJlus). — Hoffmann-Wellenhoff,'*  in  1S88,  and,  at 
almost  the  same  time,  Loeffler,"  described  bacilli  which  they  had  cul- 
tivated from  the  throats  of  normal  pei-sons  and  in  several  instances  from 
thase  of  diphtheritic  persons,  which  wen*  in  many  respects  similar  to  true 
B.  diphtheria),  but  differed  from  this  chiefly  in  being  non-pathogenic  for 
guinea-pigs.  These  organisms  were  at  first  rogard(Ml  by  some  observers 
as  merely  attenuated  diphtheria  bacilli  More  n'cent  investigations, 
however,  prove  them  to  be  unquestionably  a  separate  species,  easily 
differentiable  by  proper  methods.     They  diff'or  from  B.  diphtheria)  in  so 


>  WnMermann  und  Proskauer,  I)eut.  iikhI.  Wooh.,  1891,  p.  586. 

2  Brieger  und  Boer,  Deut.  mpfl.  Woch..  ISOO,  p.  783. 

3  Uschinsky,  Cont.  f,  Bakt.,  xxi,  1897. 

*  Roux  et  Yersin,  loc.  cit. 

» Hoffmann-WeUenhoff,  Wien.  mwl.  Woch..  iii.  1888. 

•  Loefflcr,  Cent.  f.  Bakt.,  ii,  1887. 
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many  important  features,  moreover,  that  the  term  "  pseudotUphtheria 
bacillus"  is  hardly  an  appropriate  one  for  them. 

Morphotogy. — Bacillua  Hoffmanni  is  shorter  and  thicker  than 
Bacillue*  diphtherise.  It  is  usually  straight  and  slightly  clubbed  at  one 
end,  rarelj'  at  both.  Stained  with  Loeffler's  blue  it  occasionally  shows 
unstained   transverse   bands;    unlike   B.   diphtheris,   however,   these 


■J-- 


•».v  ■^-*  v" 
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Fia.  107, — Bacillus  Hotfmanni, 

bands  hardly  ever  exceed  one  or  two  in  number  at  most.  In  many 
cultures  the  single  transverse  band  gives  the  bacillus  a  diplococcoid 
appearance. 

SUiimn{i. — iStained  by  Neiaaer's  or  Roux's  method,  no  polar  bodies 
can  be  domonat rated.  The  bacillus  forms  no  spores,  is  non-motile,  and 
possesses  no  flagcUa. 
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CulHvntiort. — On  the  usual  culture  media  B.  Hoffmanni  proTi 
morr  luxuriantly  than  U.  diplithcria.',  <leveluping  oven  in  first  l-^I: 
tions  fruiii  the;  huiiiun  body  upuu  the  simple  meat^cxtrfict  media.  *• 
agar  plutcx  its  colunies  nn'  larger,  leaa  tTHiispurent.and  whiter  thanar 
thoHC  of  true  diphtheria  baeiUi.     In  fluid  media  there  is  even  c-loufiin 


Fio.  108.— Colonies  of  Bacclliu  IIoff.ii.\nni  on  Auar. 

and  Inss  tcmlcney  t«  the  formation  of  a  pellicle  than  with  B.  diphthcri: 
A  [xisitive  meuiis  of  tlislinction  between  the  Two  is  ^iven  by  the  inabilit 
of  B.  HofFmanni  to  form  acid  upon  various  siif;ar  media.  The  diftc 
cntiation  on  a  haBis  of  acid  fonnallon  was  first  uticmpted  by  Cobbett 

•  CobbfU,  Cent.  t.  Bakl.,  1S9S. 


H.vriLLi  s  ini'irniERiA: 


r>i7 


iiml  has  boon  rrccntly  workril  out  jtystpmaticiilly  by  Knapp,'  anil  roii- 
tiniiid  liy  ViiriiniK  ohsci-vcrp".-  The  R'sults  of  tliw  work,  carrird  mil.  with 
iIk'  scriim-watcr  nirdiii  of  Iliiw  to  which  vuriouM  sugars  were  udilci], 
show  thai  H.  HofFiiiaiini  fumi.s  acid  upon  none  of  tho  sugars  ust-d,  whilo 
li.  iliphthfria,'  acidifies  aii(i  (.-ougulatcw  metliu  containing  nionoHuccharids 


••^  % 


Kui.  109,— Bacii.u;b  xEHoeis. 

and  srvtral  of  tho  more  ('iirii])li'X  sugars,  an  given  in  th<!  diagram  in  tho 
siTtiiiii  fiillowiiig,  dealing  with  H,  xerosis, 

DilTerTiitiatiiin  can  finally  hi-  made  on  thi-  biisis  of  animal  pathogen- 
icity. 11.  lIolTmarini  In-ing  i-ntii-ely  innocuous  to  the  ordiniuy  laboratory 
ariiiti:il.<.  H.  IlolTinaiuii  tornis  no  toxins,  anil  animals  immunized  with  il 
ilci  not  po.-is<-s:4  inci-casi'd  n-sislaiico  to  B.  [liphlheriii:-. 

Mviii.i.rf  XKHosis.— In  l>i.M.  Kutschert  and  Xeis-wr*  dcscrilx-d  a 
bacillus  which  they  had  isolated  from  the  eyes  of  patients  sufTering  from 


iif  llyir..  vi.  liKltl;  Zin*»rr,  Jour.  Med.  Res.,  j 
■,  U'lii.tniHl.  WiwlL.xxiv,  18S4. 
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a  form  of  chronic  conjunctivitis  known  as  xerosis.  This  bacillus,  which, 
morphologically,  is  almost  identical  with  B.  diphtheriae,  they  believeil 
to  be  the  etiological  factor  of  the  disease.  The  frequency  with  which  it 
has  been  isolated  from  normal  eyes,  however,  precludes  this  etiological 
relationship,  and  it  may  safely  be  regarded  as  a  harmless  parasite  which 
may  indeed  be  more  abundant  in  the  slightly  inflamed  than  in  the  normal 
conjunctiva. 

Morphology. — B.  xerosis  resembles  B.  diphtherise  closely.  It  is 
occasionally  shorter  than  this,  but  on  the  whole  no  absolute  morphologi- 
cal differentiation  between  the  two  is  possible.  It  forms  no  spores  and 
is  non-motile.     Polar  bodies  may  occasionally  be  seen. 

Cidtivatian. — ()n  Loeffler's  blood  serum^  on  agar,  glycerin  agar^  and 
in  broth,  its  growth  is  ver^'  similar  to  that  of  B.  diphtherije,  but  more 
delicate  throughout.  It  can  not  easily  be  cultivated  upon  the  simple 
meat-extract  media,  nor  will  it  grow  on  gelatin  at  room  temperature. 
Its  colonies  on  glycerin  or  glucose  agar  are  microscopically  identical 
with  those  of  B.  diphtheriie. 

Differentiation, — It  differs  from  B.  diphtheriae  distinctly  in  its 
acidifying  action  on  sugar  media.  These  relations  were  first  worke<l 
out  by  Knapp  for  various  sugars  and  the  alcohol  mannit,  and  have  been 
extensively  confirmed  by  others.  The  differentiations  resulting  may  be 
tabulated  as  follows: 


Hiss  serum- water  media  phis  1% 
Dextrose 


I^evulpse. . . 
Galactose . . 
Manuit. . . . 
Maltose. .. . 
LactOvse. . . 
Saccharose 
Dextrin . . . . 


B. 
Diphtheria'. 


+ 

-f 

+ 

-f 


+ 


B. 
Xerosis. 


B. 

HofTmanni. 


+ 

+ 

+ 

+ 


A  reference  to  the  table  shows  that  differentiation  may  be  made 
l)y  the  use  of  two  sugars — saccharose  and  dextrin.  B.  diphtheria' 
forms  acid  from  dextiin,  not  from  saccharose;  B.  xerosis  from  sac- 
charose, not  from  dextrin;  B.  Hoffnumni  does  not  form  acid  from 
either. 

B.  xerosis  is  non-pathogenic  to  animals  and  forms  no  toxin. 


BACILLUS   DIPHTHERIiE  ^  519 

Other  Bacilli  ttorphologically  Resembling  the  Diphtheria  Bacilliis.— 

Many  bacilli  have  J)een  describod  which  have  a  slight  morphological 
ivseniblancc  to  Bacillus  diphtherias  but  which  have  little  or  no  patho- 
logical significance.  Such  organisms  are  met  with  in  milk,  air,  and 
water,  and  as  secondary  invaders  together  with  other  bacteria  in  old 
discharging  wounds.  These  bacilli  are  usually  larger  than  the  diph- 
theria bacillus  and,  although  transversely  striped,  rarely  show  polar 
bodies.  On  the  various  media  they  grow  heavily  on  even  the  simpler 
nutrient  substances,  with  heavy,  usually  white  or  yellowish-white  colo- 
nies. Culturally  they  show  all  the  qualities  of  saprophytes.  Inoculated 
into  animals  they  produce  at  moat  a  mild  local  reaction.  In  the  litera- 
ture these  organisms  have  often  been  loosely  spoken  of  as  "Pseudodiph- 
theria  "  bacilli,  a  term  which  is  inappropriate  since  they  have  nothing 
in  common  with  the  Klebs-IiOeffler  bacillus  except  a  certain  morpholog- 
ical resemblance.    Differentiation  is  never  difficult. 


CHAPTER  XXXVI 
BACILLUS    MALLEI 
{Glanders  Bacillus) 

Glanders  is  an  infectious  disease  prevalent  chiefly  among  horses, 
but  transmitted  occasionally  to  other  domestic  animals  and  to  man. 
The  microorganism  causing  the  disease,  though  seen  and  described  by 
several  earlier  authoi*s,  was  first  obtained  in  pure  culture  and  accurately 
studied  by  Loeffler  and  Schiitz  ^  in  18S2. 

Morphology  and  Staining. — The  glanders  bacillus  or  B.  mallei  is  a 
rather  small  rod  with  roundcnl  ends.^  Its  length  varies  from  3  to  4 
micra,  its  breadth  from  0.5  to  0.75  micron.  Variation  in  size  be- 
tween separate  individuals  in  the  same  culture  is  characteristic.  The 
rods  are  usually  straight,  but  may  show  a  slight  curvature.  The  bacillus 
is  non-motile.  There  are  no  fiagclla  and  no  spores  are  formed.  The 
grouping  of  the  bacilli  in  smears  shows  nothing  very  characteristic. 
Usually  they  appear  as  single  bacilli  lying  irregularly  parallel,  often  in 
chains  of  two  or  more.  In  old  cultures,  involution  forms  appear  which 
are  short,  vacuolated,  and  almost  coccoid. 

While  the  glanders  bacillus  stains  rather  etisily  with  the  usual  anilin 
dyes,  it  is  so  (nxsily  decolorized  that  especial  can^  in  preparing  specimens 
must  be  obsoi*\'ed.  Stained  in  the  usual  manner  with  methylene-blue, 
it  shows  marked  irregularity  in  its  staining  qualities;  granular,  deeply 
staining  areas  alternating  with  ver}'  faintly  stained  or  entirely  unstained 
portions.  This  diagnostically  helpful  characteristic  has  been  variously 
interpreted  as  a  mark  of  degeneration  or  a  pi'eparatory  stage  for  sporula- 
tion.  It  is  probably  neither  of  the  two,  but  an  inherent  irregularity  in 
the  normal  protoplasmic  composition  of  the  bacillus,  not  unlike  that 
cf  B.  diphtheria?.  The  bacillus  is  decolonz(Ml  by  Gram's  method  of 
staining. 

Cultivation. — The  glanders  bacillus  is  easily  grown  on   all   of  the 


»  Loiiffler  uiul  Schiiz,  Dent.  moi\.  Woch.,  1SS2. 
*  Loeffler,  Arb.  a.  d.  kais.  Gesimdheitsanit,  1886. 
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usual  meat-infusion  media.  It  is  practically  indifferent  to  moderate 
variations  in  ttaction,  growing  equally  well  upon  niiutral,  slightly  acid, 
or  alightly  alkaline  culture  media,  (jlycerin  or  small  quantities  of 
glucose  added  to  media  seem  to  render  them  more  favorable  for  the 
cultivation  of  this  baeilluii. 

Upon  agar  the  eoloniea  show  little  that  is  characteristic.  They 
appear  after  twetity-four  hours  at  37.5°  C.  as  yellowish- white  spots, 
at  fir-st  transparent,  later  more  opaque.     They  are  round,  with  an  even 


Flo.  no.— Cu 


fi  Daciu 


From  potato  culture.     (After  Zottnow.) 


border,  ami  microscopically  appear  finely  granular.  The  older  the  cul- 
tures are,  the  more  yellow  do  they  appear. 

On  gelatin  at  room  temperature,  growth  is  alow,  grayish-white,  and 
no  liquefaction  of  the  gelatin  occurs.  Growth  upon  this  medium  ia 
never  abundant. 

In  broth,  there  is,  at  first,  diffuse  clouding,  later  a  heavy,  tough, 
slimy  sediment  is  formed.  At  the  same  time  the  surface  is  covered  with 
a  similarly  slimy  pellicle.  The  broth  gradually  asaumea  a  dark  brown 
color. 

In  ntUk,  coagulation  takes  place  slowly.  In  litmus  milk,  acidifica- 
tion is  indicated. 

The  growth  upon  potato  presents  certain  features  which  are  diagnos- 
tically  valuable.  On  potatoes  which  arc  not  too  acid  growth  ia  abundant 
and  within  forty-eight  hours  covers  the  surface  as  a  yellowish,  trans- 
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parent,  slimy  layer.  This  gradually  grows  darker  until  it  has  assumed 
a  deep  reddish-brown  hue.  in  using  this  feature  of  the  growth  diagno^ 
tieally,  it  must  not  be  forgotten  that  a  very  similar  appearance  upon 
potato  occurs  in  the  case  of  B.  pyocyaneus. 

Biological  Ck>n8ideratioii8. — Bacillus  mallei  is  aerobic.^  Growth  under 
anaerobic  conditions  may  take  place,  but  it  is  slow  and  impoverished 
The  mo8t  favorable  temperature  for  its  cultivation  is  37.5®  C.  It 
fails  to  develop  at  temperatures  below  22®  C.  or  above  43®  C.  On 
artificial  media,  if  kept  cool  and  in  the  dark,  and  in  sealed  tubes,  the 
glandei-H  bacillus  will  retain  its  viability  for  months  and  years.  On 
gelatin  and  in  bouillon,  it  lives  for  a  longer  time  than  on  the  other  metlia. 
Exposed  to  strong  sunlight  it  is  killed  within  twenty-four  hours.  Heat- 
ing to  60^  C.  kills  it  in  two  hours,  to  75®  C.  within  one  hour.  Thorough 
dr}'ing  kills  the  glanders  bacillus  in  a  short  time.  In  water,  under  the 
prot(M'tcd  conditions  that  are  apt  to  prevail  in  watering-troughs,  the 
bacillus  may  remain  alive  for  over  seventy  days.  The  resistance  to 
chemical  disinfectants  is  not  very  high.'  Carbolic  acid,  one  per  cent, 
kills  it  in  thirty  minutes,  bichlorid  of  mercury,  0.1  per  cent,  in  fifteen 
minutes. 

Pathogenicity. — Spontaneous  infection  with  the  glanders  bacillus 
occurs  most  frequently  in  horses.  It  occurs  also  in  asses,  in  eats  and, 
more  rarely,  in  dogs.  In  man  the  disease  is  not  infrequent  and  w 
usually  contracted  by  those  in  habitual  contact  with  horses.  Experi- 
mental inoculation  is  succcs.sful  in  guinea-pigs  and  rabbits.  Cattle, 
hogs,  rats,  and  birds  are  immune  to  experimental  and  spontaneous 
infections  alike. 

Spontaneous  infection  takes  place  by  entrance  through  the  broken 
skin,  through  the  mucosa  of  the  mouth  or  nasal  passages.  Infection  in 
horses  not  infrequently  takes  place  through  the  digestive  tract.'  In  all 
cases,  so  far  as  we  know,  previous  injur}*^  to  either  the  skin  or  to  the 
mucosa  is  necessarj''  for  penetration  of  the  bacilli  and  the  development 
of  the  disease. 

Glanders  in  horses  may  occur  in  an  acute  or  chronic  form,  depending 
upon  the  relative  virulence  of  the  infecting  culture  and  the  susceptibility 
of  the  subject.  The  more  acute  form  of  the  disease  is  usually  limite<l 
to  the  nasal  mucosa  and  upper  respirator^'  tract.  The  more  chronic 
type  of  the  disease  is  often  accompanied  by  multiple  swellings  of  the 


»  Loeffler,  loc.  cit.  '  Finger,  Ziegler's  Beitr.,  vi,  1889. 

>  Nocard,  Bull,  do  la  soc.  centr.  de  m^d.  v^t.,  1894. 
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skin  and  general  lymphatic  enlargement.     This  form  is  often  spoken  of 
aw  "  farcy." 

Acute  {tlandcrw  in  the  horse  begins  violently  with  fever  and  prostra- 
tion. After  two  or  three  days  there  is  a  nasal  discharge,  at  first  serous, 
latei'  seropurulent.  At  the  same  time  there  is  ulceration  of  the  nasal 
miicoHa  and  acute  swelling  of  the  neighboring  lymph  nodes.  These 
ma)-  break  down  and  form  deep  pu3-dischat^g  sinuses  and  ulceis. 
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Ki(i.  111. — UuNDBBs  Bacilu  in  Tissue.      (From  a  drawing  furnished  by 
Dr.  James  Ewing.) 

Finiilly.  there  is  involvement  of  the  lungs  and  death  within  four  to  six 
wfi-ks". 

When  the  diseiise  takes  the  chronic  form  the  onset  is  more  gradual. 
Conconiitiiiit  with  the  nasal  inflammation  there  is  a  formation  of  subcu- 
tiineous  swelliiifjri  all  over  the  body,  some  of  which  show  a  tendency  to  ■ 
brriik  down  and  ulcerate.  Togct her  with  this  the  lymphatics  all  over 
tlic  lM)dy  bt'conif  enlarged.  The  disease  may  last  for  several  years,  and 
occasionally,'  may  end  in  complete  cure.     In  horses  the  chronic  form  of 
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the  disease  is  by  far  the  more  frequent.  In  man  the  disease  is  similar 
to  that  of  the  horse  except  that  the  point  of  origin  is  more  frequently 
in  some  part  of  the  skin  rather  than  in  the  nasal  mucosa,  and  the 
clinical  symptoms  differ  accordingly.  The  onset  is  usually  violent, 
with  fever  and  systemic  symptoms.  At  the  point  of  infection  a  nodule 
appears,  surrounded  by  lymphangitis  and  swelling.  A  general  papular 
eruption  may  occur.  The  papules  may  become  pustular,  and  the 
clinical  features  may  thus  simulate  variola.  This  type  of  the  disease 
usually  ends  fatally  in  eight  to  ten  days.  The  chronic  form  of  the 
disease  in  man  is  much  like  that  in  the  horse,  but  is  more  frequently 
fatal. 

The  histological  appearance  of  the  glanders  nodules  is  usually  one  of 
diffuse  leucocytic  infiltration  and  the  formation  of  young  connective 
tissue  which  preponderates  more  and  more  as  the  disease  becomes 
chronic;.  Virchow  has  classed  these  lesions  with  the  granulomata. 
From  the  center  of  such  nodules  B.  mallei  may  often  be  obtained  in  pun? 
culture.  The  nodules  may  be  generally  distributed  throughout  the 
internal  organs.  The  bacilli  themselves  are  found,  apart  from  the 
nodules,  in  the  nasal  secretions,  and  occasionally  in  the  circulating 
blood.^ 

The  bacteriological  diagnosis  of  glanders  may  be  made  by  isolating 
and  identifying  the  bacilli  from  any  of  the  above-mentioned  sources. 
When  superficial  nodules  can  be  opened  for  the  purpose  of  diagnosis  this 
may  prove  an  easy  task.  The  most  diagnostically  helpful  medium  in 
such  cases  is  potato.  In  a  majority  of  cases,  however,  isolation  is  ex- 
tremely difficult  and  resort  must  be  had  to  animal  inoculation.  The 
most  suitable  animal  for  this  purpose  is  the  male  guinea-pig.  Intra- 
peritoneal inoculation  of  such  animals  with  material  containing  glanders 
bacilli  leads  within  two  or  three  days  to  tumefaction  and  purulent 
inflammation  of  the  testicles.  Such  an  exptM-imcnt,  spoken  of  as  the 
"Strauss  test,"  ^  should  always  be  reinforced  by  cultural  examination 
of  the  testicular  pus,  the  spleen,  and  the  peritoneal  exudate  of  the 
animals  employed. 

Toxin  of  Bacillus  mallei. — ^The  toxin  of  B.  mallei,  or  inallein,  belongs 
to  the  class  of  endotoxins.  The  toxic  products  have  been  invariably 
obtained  by  extraction  of  dead  bacilli.''  Malhnn  differs  from  many 
other  bacterial  poisons  in  being  extremely  resistant.     It  withstands 

»  WasaUieff,  Deut.  mod.  Woch.,  1883. 

^  Strauss f  Arch,  de  m6d.  exp.,  1889. 

»  Kresling,  Arch.  d.  sci.  biol.,  1892;  Preuser,  Berl.  thienirzt.  Woch.,  1894. 
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temperatures  of  120^  C.  and  prolonged  storage  without  noticeable  loss  of 
strength.^ 

In  its  physiological  action  upon  healthy  animals,  mallein  is  not  a 
powerful  poison.  It  can  be  given  in  considerable  doses  without  causing 
death.  Mallein  may  be  obtained  by  a  variety  of  methods.  Helman 
and  Kalning,  the  discoverers  of  this  toxin,  used  filtered  aqueous  and 
glycerin  extracts  of  potato  cultures.  Roux '  cultivates  virulent  gland- 
(*rs  bacilli  in  flasks  containing  250  c.c.  each  of  5  per  cent  glycerin 
bouillon.  Growth  is  allowed  to  continue  at  35®  C.  for  one  month.  At 
the  end  of  this  time,  the  cultures  are  sterilized  at  100®  for  thirty  min- 
utes, and  evaporated  on  a  water  bath  to  one-tenth  their  original  volume. 
They  are  then  filtered  through  paper.  This  concentrated  poison  is 
diluted  ten  times  with  0.5  per  cent  carbolic  acid  before  use.  Concen- 
tration is  done  merely  for  purposes  of  conservation.  The  diagnostic 
(lose  of  such  mallein  for  a  horse  is  0.25  c.c.  of  the  undiluted  fluid. 

At  the  Washington  Bureau  of  Animal  Industry,  mallein  is  prepared 
by  growing  the  bacilli  for  five  months  at  37.5®  C.  in  glycerin-bouillon. 
This  is  then  boiled  for  one  hour  and  allowed  to  stand  in  a  cool  place 
for  one  week.  The  supernatant  fluid  is  then  decanted  and  filtered 
through  clay  filters  by  means  of  a  vacuum  pump.  The  filtrate  is 
evaporated  to  one-third  its  original  volume  on  a  water  bath,  and  the 
evaporated  volume  resupplied  by  a  1  per  cent  carbolic  acid  solution 
containing  about  10  per  cent  of  glycerin. 

Diagnostic  Use  of  Mallein. — The  injection  of  a  proper  dose  of 
mallein  into  a  horse  suffering  from  glanders  is  followed  within  six  to 
eight  hours  by  a  sharp  rise  of  temperature,  often  reaching  104®  to  106®  F. 
(40®  C.  -f ).  The  high  temperature  continues  for  several  hours  and  then 
begins  gradually  to  fall.  The  normal  is  not  usually  regained  for  several 
days.  Locally,  at  the  point  of  injection,  there  appears  within  a  few 
hours  a  firm,  hot,  diffuse  swelling,  which  gradually  extends  until  it  may 
cover  areas  of  20  to  30  centimeters  in  diameter.  The  swelling  is  in- 
tensely tender  during  the  first  twenty-four  hours,  and  lasts  for  three  to 
nine  days.  Together  with  this  there  are  marked  symptoms  of  general 
intoxication.  In  normal  animals  the  rise  of  temperature  following  an 
injc'ction  is  trifling,  and  the  local  reaction  is  much  smaller  and  more 
transient.  Injections  are  best  made  into  the  breast  or  the  side  of  the 
neck. 


»  Wlmlimiroff,  in  Kraus  unci  Levaditi,  "  Handbuch,"  etc.,  1908. 
^  Roui  et  Nocard,  Bull.  d.  1.  soc.  centr.  v6t.,  1892. 
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The  directions  given  by  the  United  States  Government  for  using 
inallein  for  the  diagnosis  of  glanders  in  horses  are  as  follows : 

''Make  the  test,  if  possible,  with  a  healthy  horse,  as  well  as  with 
one  or  more  affected  or  supposed  to  be  affected  with  glanders.  Take 
the  temperature  of  all  these  animals  at  least  three  times  a  day  for  one 
or  more  days  before  making  the  injections. 

"The  injection  is  most  conveniently  made  at  6  or  7  o'clock  in  the 
morning,  and  the  maximum  temperature  will  then  usually  be  reached 
by  or  before  10  p.m.  of  the  same  day. 

"Use  for  each  horse  one  cubic  centimeter  of  the  mallein  solution  as 
sent  out,  and  make  the  injection  beneath  the  skin  of  the  middle  of  one 
side  of  the  neck,  where  the  local  swelling  can  be  readily  detected. 

"Carefully  sterilize  the  syringe  after  injecting  each  horse  by  flaming 
the  needle  over  an  alcohol  lamp  or,  better,  use  separate  syringes  for 
healthy  and  suspected  animals.  If  the  same  syringe  is  used,  inject  the 
healthy  animals  first,  and  flame  the  needle  of  the  syringe  after  each 
injection. 

"Take  the  temperature  every  two  hours  for  at  least  eighteen  hour? 
after  the  injection.  Sterilize  the  thermometer  in  a  5  per  cent  solu- 
tion of  carbolic  acid,  or  a  0.2  per  cent  sohition  of  corrosive  sublimate, 
after  taking  the  temperature  of  each  animal. 

"The  temperature,  as  a  rule,  will  begin  to  rise  from  four  to  eight  hours 
after  the  injection,  and  reach  its  maximum  from  ten  to  sixteen  hours 
after  injection.  On  the  day  succeeding  the  injection  take  the  temi>era- 
ture  at  least  three  times. 

"  In  addition  to  the  febrile  reaction,  note  the  size,  appearance  and 
duration  of  any  local  swelling  at  the  point  of  injection.  Note  the  genenil 
condition  and  symptoms  of  the  animal,  both  before,  during,  and  aft^r 
th(»  test. 

"  Keep  the  solution  in  the  sealed  bottle  and  in  a  cool  place,  and  do 
not  use  it  when  it  is  clouded  or  if  it  is  more  than  six  weeks  old-  when  it 
leaves  the  laboratorv  of  the  Bureau  it  is  sterile.'' 

If  the  result  of  fii'st  injection  is  doubtful,  the  horse  should  be 
isolated  and  retested  in  from  one  to  three  months,  when  the  slight 
immunity  conferred  by  the  first  injection  will  have  disappeareii. 
The  second  injection  into  healthy  horses  usually  shows  no  reaction 
whatever. 

Mallein  may  cause  reactions  in  the  presence  of  other  diseases  than 
glanders,  such  as  bronchitis,  periostitis,  and  other  inflammatory  lesions 
and  is  not  so  specifically  valuable  as  tuberculin  for  diagnosis. 
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Immunity. — Recovery  from  a  glanders  infection  does  not  confer 
ininiunity  against  a  second  inoculation.*  Artificial  active  immunization 
has  boon  variously  attempted  by  treatment  with  attenuated  cultures, 
with  dead  bacilli,  and  with  mallein,  but  without  convincing  results. 

The  serum  of  subjects  suffering  from  glanders  contains  specific 
agglutinins.^  These  are  of  great  importance  diagnostically  if  the  tests 
are  made  with  dilutions  of,  at  least,  1  in  500,  since  normal  horse  serum 
may  agglutinate  B.  mallei  in  dilutions  lower  than  this. 


»  Finger,  Ziegler's  BeitrSge,  vi,  1899.         «  QaUier,  Jour,  de  m^d.  v6t.,  1901. 


CHAPTER  XXXVII 
BACILLUS   INFLUENZiE   AND  CLOSELY   RELATED    BACTERIA 

*  There  Ls  no  other  epidemic  disease  which  spreads  over  such  enormous 
territories,  and  with  such  speed,  as  influenza.  Epidemics  have  been 
numerous  and  reports  of  the  disease,  unquestionably  recognizable,  arc 
extant  evcm  from  the  most  remote  times.  The  last  serious  epidemic 
0(!curred  in  the  years  1SS9  to  1890,  when  the  disease,  spreading  from 
the  Ka.st,  traveled  through  Russia  and,  pandemically,  attacked  all  of 
Europe,  th(»n  reached  America,  and  eventually,  having  traveled  east- 
ward as  well  as  westward  from  its  point  of  origin,  became  prevalent 
in  China,  Japan,  iVustralia,  and  Africa.  Hundreds  of  thousands  worc 
attacked  and  the  mortality  of  this  epidemic  was  high.  Its  enormous 
scope  and  the  rapidity  of  its  spread  were  facilitated  probably  by  the 
activitv  of  modem  international  commerce. 

The  character  of  the  disease  pointed  so  definitely  to  a  bacterial 
etiology  that  numerous  attempts  to  isolate  a  specific  microorganij«in 
were,  of  course,  made.  PfeiflFer  ^  finally,  in  1892,  described  the  bacillus 
which  is  at  present  definitely  recognized  as  the  etiological  factor  of 
influenza. 

Morphology  and  Staining. — The  bacillus  of  influenza  (PfeiflFer  bacillu^t) 
is  an  extremely  small  organism,  about  0.5  micron  long  by  0.2  to  0.3 
micron  in  width.  They  are  somewhat  irregular  in  length,  but  show 
rounded  ends.  They  rarely  form  chains.  They  are  non-motile  and 
do  not  form  spores. 

Influenza  bacilli  stain  less  easily  than  do  most  other  bacteria  with 
the  usual  anilin  dyes,  and  are  best  demonstrated  with  10  per  cent 
aqueous  fuchsin  (o  to  10  minutes),  or  with  Loeffler's  methylene-blue 
(5  minutes).  They  are  Gram-negative,  giving  up  the  anilin-gentian- 
violet  stain  upon  decolorization.  Occasionally  slight  polar  staininjc 
may  he  noticed.  Grouping,  especiafly  in  thin  smears  of  bronchial 
secretion,  is  characteristic,  in  that  the  bacilli  very  rarely  form  threads 


'  Pfeiffer,  Dent.  mod.  Wodi.,  ii.  1892;  Zeit.  f.  Hyg.,  xiii,  1892;  Pfeiffer  und  Betk, 
Dent.  med.  Woch.,  xxi,  1893. 
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or  chains,  usually  lying  together  in  thick,  irregular  clusters  without 
definite  parallelism. 

Isolation  and  Onltivatioa. — Isolation  of  the  influenza  bacillus  is 
iKil  ca^y.  Pfeiffer  '  auceecded  in  growing  the  bacillus  upon  scrum-agar 
platcH  upon  which  he  had  smeared  pus  from  the  bronchial  accretionB  of 
patients.     Failure  of  growth  in  attempted  subcultures  made  upon  agar 


Tm.  112.— Ha* 


H  INFLUENZA.    Smear  from  pure  culture  on  blood  a 


and  Kihitiii.  however,  soon  taught  him  that  the  success  of  his  first  culti- 
vations depended  u|H)n  the  ingretlicnta  of  the  pus  carried  over  from  the 
sputum.  Further  experimentation  then  showed  that  it  was  the  blood, 
and  UKire  particularly  the  henioprlobiii,  in  the  pus  which  had  made  growth 
I>os.iible  in  the  first  cultures.  Pfeiffer  made  his  further  cultivations 
'  P/eiffer.  loc  cit. 
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upou  agar,  the  surface  of  which  had  been  smeared  witli  a  few  drops  of 
blood  taken  sterile  from  the  finger.  Hemoglobin  separated  from  the 
red  blood  cells  was  found  to  be  quite  as  efficient  as  whole  blood.  This 
method  of  Pfeiffcr  is  still  the  one  most  frequently  employed  for  isolation 
and  cultivation.  Whole  blood  taken  from  the  finger  may  be  either 
smeared  over  the  surface  of  slants  or  plates,  or  mixed  with  the  melted 
meat-infusion  agar.  In  isolating  from  sputum,  only  that  secretion  should 
be  used  which  ia  coughed  up  from  the  bronchi  and  is  uneontaminated 
by  microorganiama  from  the  mouth.  It  may  be  washed  in  sterile  water 
or  bouillon  before  transplantation,  to  remove  the  mouth  flora  adhc- 


FiQ.  113.^ — BaciiiLub 


ENz«.      Smear  from  a[)utuiti.     (After  Heim.) 


rent  to  the  outer  surface  of  the  little  clumps  of  pua.  The  blood  of 
pigcon.s  or  that  of  rabbits  may  bo  substituted  for  human  blood.  The 
former  aeema  to  be  the  more  favorable  of  the  two  and  even  more  so  than 
human  blood.  Pigeons  may  be  easily  bleil  fur  this  purpose  from  the 
large  veins  under  the  wing.  Hubcr '  hiia  .■^ucci'cdcd  in  (ndtivating  in- 
fluenza bacilli  upon  media  containing  a  soluble  h<'nioglobin  derivative 
known  as  hematogcn.  This  substance,  however,  offers  some  difficulties 
to  sterilization  and  ia  not  so  favorable  as  whole  blood.  The  abKenre 
of  oxyhemoglobin  from  the  hematogen,  however',  is  theoretically  im- 
portant in  that  it  shows  that  hemoglobin  is  suitable  for  the  growth 
1  Iluber,  Zeit.  f.  llyg.,  w.  1893. 
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of  this  bacillus  because  of  its  nutrient  qualities  and  not  by  virtue 
of  its  oxygen-carrjing  properties.  Although  the  presence  of  hemo- 
globin Hccnis  to  be  a  necessity  for  the  successful  cultivation  of  the 
bacillus,  the  quantity  present  need  not  be  very  large.  Ghon  and  Preyss  • 
showed  that  an  amount  too  small  to  be  demonstrated  spectroBcopically 
sufficed  for  its  growth. 

Other  subatanees  which,  added  to  neutral  or  slightly  alkaline  agar, 
have  been  used  for  the  cultivation  of  influenza  bacilli  are  the  yolk  of 
eggs  -  (not  confirmed)  and  spermatic  fluid.*  None  of  these,  however, 
is  as  useful  as  the  blood  media.     Symbiosis  with  staphylococci,'  too, 


.   114,- 


LOOD  Agab.    (After  Hdm.) 


ha.s  lK>en  foimd  to  create  an  environment  favorable  for  their  develop- 
ment. 

Influenza  bacilli  do  not  grow  at  room  temperature.  Upon  suitable 
media  at  37.0°  C,  t-olonies  appear  at  the  end  of  eighteen  to  twenty-four 
hours,  as  minute,  colorless,  transparent  droplets,  not  unlike  spots  of 
moisture.  These  never  become  confluent.  The  limits  of  growth  are 
reached  in  two  or  three  days.     To  keep  the  c\iltures  alive,  tubes  should 

■  (Ih'm  iind  Preyst,  Cent.  f.  Bakt.,  xxxv.  1904. 
'  Satljukoff,  Cent.  I-  Bakt.,  Ref.,  xix,  1896. 
Taniani,  Cent.  t.  Bakt,.  itiii,  1897, 
<  Graisbrrger.  Zeit.  f.  Hyg..  xxv,  1897. 
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bp  stored  at  room  temperature  and  transplantations  done  at  inl 
not  longer  than  four  or  five  days. 

Biology. — The  bacillus  is  aerobic,  growing  in  broth-blood  mixtum 
only  upon  the  surface,  hardly  at  all  in  agar  stab  cultures,  find  not  at  all 
under  completely  anaerobic  conditions. 

As  it  does  not  form  spores,  it  is  exceedingly  sensitive  to  heat,  desicc^ 
tion,  and  disinfectants.'  Heating  to  60°  C.  kills  the  bacilli  in  a  few  mi&- 
utes.  In  dried  sputum  they  die  within  one  or  two  hours.  They  are 
easily  killed  even  by  the  weaker  antiseptics.  Upon  culture  media  the 
bacilli,  if  not  transplanted,  die  within  a  week  or  leas,  the  time  depend-  J 
ing  to  some  extent  upon  the  medium  used. 

Pathogenicit;. — The  relationship  between  the  clinical  disease  known 
as  influenza  or  grippe  and  the  Pfciffer  bacillus  haa  been  definitely  estab- 
lished by  numerous  investigators."  During  epidemics,  the  bacilli  are 
found  with  much  regularity  in  the  na'^al  passages  and  bronchial  secre- 
tions of  those  afflicted  with  the  malady.  The  organs  most  frequently 
attacked  in  man  arc  the  upper  respiratory  passages  and  lungs.  Here 
the  disease  most  frequently  takes  the  form  of  a  broncho-  or  lobular 
pneumonia,  and  sections  of  the  lung  tissue  of  those  who  have  died  of  the 
infection  show  innumerable  bacilli  upon  and  within  tlie  mucosa  of  the 
bronchioles.  [Thin  sections  are  stained  for  one-half  to  one  hour  ia 
dilute  carbol  fuchsin  and  are  then  dehydrated  in  slightly  acid  alcohol 
(alcohol  absolute  3  i,  glacial  acetic  acid  gtt.  i-ij).] 

Clinically,  influenzal  broncho- pneumonias  are  not  essentially  dif- 
ferent from  those  due  to  other  microorganisms,  and  it  must  always 
be  left  to  the  bacteriological  examination  to  make  the  positi^'s 
diagnosis.  The  pulmonary  influenzal  infection  ia  not  infrequently 
followed  by  abscess  or  gangrene  of  the  lung,  or  may  occasionally  develop 
into  a  chronic  interstitial  process.  Apart  from  the  lungs,  the  bacilli 
have  been  found  in  the  middle  ear,*  in  the  meninges,*  and  in  the  braia 
and  spinal  cord.  Demonstration  of  the  bacilli  in  the  circulating  blood 
has  never  been  satisfactorily  accomplished,  although  the  general  eharae- 
ters  of  the  symptoms  of  the  infection  would  suggest  the  existence  of  » 
septicemia.     The  short  incubation  period'  of  the  disease  has  been 

■  Krute,  in  FlQgge,  "Die  Mikroorg.,"  Leipitg,  1896. 

^WeichxeUxium.  Wien.  klin.  Woch.,  32.   1892;    BaumUr,  MUnch.  med,  Wod^l 
1894:  Hu6ct-,  loc.  cit. 

'  KoMeU.  Chanl^-Annalen,  1893. 

•  Pfuhl.  Beri.  klin.  Woch.,  xxxix,  1892. 

•  Quoted  from  Tcdetco,  Cent.  f.  Bakt,,  xliii,  1907. 
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voluntarily  determined  by  Kretz,  who  became  violently  ill  twenty-four 
hours  after  accidentally  breaking  an  agar  plate  of  a  pure  culture  which 
he  was  photographing. 

The  bacilli  are  said  to  remain  in  the  bronchial  secretions  of  con- 
valescents or  even  of  normal  individuals  for  many  years.  They  are 
found  for  long  periods  in  the  lungs  of  those  suffering  from  tuberculoais. 
To  such  sources,  probably,  are  attributable  the  sporadic  cases  develop- 
ing constantly  in  crowded  communities.  It  is  not  improbable,  further- 
more, that  occasional  reactivation  of  the  influenzal  infection  may  often 
aggravate  the  condition  of  phthisical  patients.  It  is  a  peculiar  fact  that 
cases  of  influenza  observed  apart  from  the  large  epidemics  are  rarely  due 
to  an  unmixed  Pfeiffer  bacillus  infection,  but  that  these  sporadic  cased 
are  usually  due  to  a  mixed  infection,  including  with  this  bacillus,  pneu- 
mococci,  streptococci,  and  other  secondary  invaders.*  This  may,  in 
part,  account  for  the  frequently  atypical  courses  of  such  attacks. 

Experimental  infection  of  animals  has  revealed  susceptibility  only 
in  monkeys.  Pfeiffer  and  Beck '  succeeded  in  producing  inffuenza-like 
symptoms  in  monkeys  by  rubbing  a  pure  culture  of  the  bacillus  upon 
the  unbroken  nasal  mucosa.  Severe  symptoms  have  been  produced  in 
rabbits  by  intravenous  inoculation,  but  the  bacilli  do  not  seem  to 
proliferate  in  these  animals,  the  reaction  produced  probably  being 
purely  toxic.  Dead  cultures  (killed  with  chloroform)  may  produce 
severe  transient  toxic  symptoms  in  rabbits.' 

The  immunity  produced  by  an  attack  of  influenza,  if  present  at  all, 
is  of  very  short  duration. 

Bacteria  Olosely  Related  to  Influenia  Badlliui. — Pseudo-influenza 
Bacillus:  In  the  broncho-pneumonic  processes  of  children,  Pfeiffer* 
found  small,  non-motile.  Gram-negative  bacilli,  which  he  was  forced  to 
separate  from  true  influenza  bacilli  because  of  their  slightly  greater  size, 
and  their  tendencv  to  form  threads  and  involution  forms.  These  micro- 
organisms  are  strictly  aerobic  and  grow,  like  true  influenza  bacilla,  only 
upon  blood  media.  They  are  differentiated  entirely  by  their  morphology 
upon  twenty-four-hour-old  blood-agar  cultures.  Wollstein,"  who  has 
made  a  careful  study  of  influenza-like  bacilli,  both  culturally  and  by 
agglutination  tests,  has  come  to  the  conclusion  that  these  bacilli  are  so 
similar  to  the  true  influenza  organisms  that  the  term  pseudo-influenza 
should  be  discarded.     Strains  of  similar  bacilli  isolated  from  cases  of 

»  Tedesco,  loc.  cit.  » Pfeiffer  und  Becky  Deut.  med.  Woch.,  xxi,  1893. 

»  Pfeiffer,  loc.  cit.  *  Pfexjgfer,  Zeit.  f.  Hyg.,  xiii,  1892. 

•  WoUMein,  Jour.  Exp.  Med.,  viii,  1906. 
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pcrtiis-siN,  ivhili'  (liffcriuK  from  tli"  others  in  some  of  their  charactcrisic' 
could  not  pn)[)t'rly  be  niaiiituinc*)  as  distinct  species. 

K(Ki!-\\KKK!4  llAcii.i.rs. — Koch,'  in  18.S3,  Weeks'  and  KartulL'.ii 
1SS7,  descrilx-d  ii  sniiill  <■  mm -negative  bacillus  found  in  connection  titli 
a  form  of  aoutt;  coiijunctivsil  inflammation,  whi<;h  occurs  epidemicJlv 
The  bacillus  is  mo  rpho  logic  ally  similar  to  B.  influenzae,  but  is  genefiDr 
longer  tluiii  this  and  more  slender.  The  bacilli  grow  only  at  incub»t"; 
temperature,  but,  unlike  influenza  bacilli,  can  be  cultivated  upon  mfdii 
of  serum  or  ascitic  (luiii,  without  hemoglobin.  In  fact,  growth  upon 
scrum-agar  is  more  active  than  upon  hemoglobin  media," 

Bacillus  of  Pi-kuho-Pneumonia   of  Rabbits, — This   is  a  t 


Gram-negative  bacillus,  described  by  Heck,  not  unlike  that  of  influenza. 
These  microorg;uu'sms  are  f^lightly  larger  than  the  Pfciffer  bacilli  and 
grow  up<m  oiiliniiry  media  even  without  animal  sera  or  hemoglobin. 

ISaim.hs  mluiskiticls  \m)  Bai'Illcs  iiHr.-*n»p.\THi-B. — WhUe  mor- 
phol<JKi''!illy  similar  to  the  microorganisms  of  this  group,  these  bacilli 
un  culturally  ea.sily  sepaniteii  because  of  their  luxuriant  growth  on 
simple  media.  (The  last  two  microorganisms  iin'  more  closely  related 
to  thegroup.sof  the  bacilli  of  hemorrhsigic  scptici-mi:i.     See  page  543.) 

■  Kofh.  Arb.  H.  .1,  kills.  Oc-«un.Hifitsni.it.  iii;  (Viil.  f.  Hakl..  I.  188?! 
!  Iiva-K,  N.  V,  Kyciiiui  Kiir  Infirmary  Hfi>.,  IWJ.'>;   Areh.  f.  Aiigenheilk.,  1887. 
'  Kamtn.  (Vnl.  f.  Hakl,.  xxv.  \S'M:  H'eirkwllxiiim  iiml  .l/'iH-r,  Arch.  f.  Ophthmlm., 
xlvii,  IStW;   Kniipp,  .Studies  from  Ucpt.  of  Piilh.,  Cull,  of  P.  and  8.,  1903. 
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BORDET-GENGOU     BACILLUS,     MORAX-AXENFELD     BACILLUS,    ZUIl 

NEDDEN'8  BACILLUS,  DUCREY  BACILLUS 

BORDET-OENOOU  BACILLUS 

(^^  Microbe  de  la  Coqueluche/*  PertiLSsis  bacillus ^  Bacillus  of  whooping- 
cough.) 

In  1900  Bordet  and  Gengou  *  observed  in  the  sputum  of  a  child 
sufTering  from  pertussis  a  small  ovoid  bacillus  which,  though  similar  to 
the  influenza  bacillus,  showed  a  number  of  morphological  characteristics 
which  led  them  to  regard  it  as  a  distinct  species.  As  they  were  at  first 
unable  to  cultivate  this  organism,  their  discovery  remained  ques- 
tionable until  1906,  when  cultivation  succeeded  and  the  biology  of  the 
microorganism  was  more  fully  elucidated. 

Morphology. — The  morphology  of  this  organism  is  described  by 
them  as  follows:  The  organism  in  the  sputum,  early  in  the  disease,  is 
scattered  in  enormous  numbers  indiscriminately  among  the  pus  cells, 
and  at  times  within  the  cells.  It  is  extremely  small  and  ovoid,  and 
frequently  is  so  short  that  it  resembles  a  microc9ccus.  Often  its  poles 
stain  more  deeply  than  the  center.  In  general,  the  form  of  the  or- 
ganisms is  constant,  though  occasionally  slightly  larger  individuals 
are  encountered.  They  are  usually  grouped  separately,  though  occa- 
sionally in  pairs,  end  to  end. 

Compared  with  the  influenza  bacillus  in  morphology,  the  bacillus 
of  pertussis  is  more  regularly  ovoid  and  somewhat  larger.  It  has, 
furthermore,  less  tendency  to  pleomorphism  and  involution. 

Staining. — The  Bordet-Gengou  bacillus  may  be  stained  with  alkaline 
methylene-blue,  dilute  carbol-fuchsin,  or  aqueous  fuchsin  solutions. 
Bordet  and  Gengou  recommended  as  a  staining-solution  carbolated 
toluidin-blue  made  up  as  follows: 

Toluidin-blue 5  gms. 

Alcohol 100  c.c. 

Water 500  c.c. 

»  Bordet  et  Gengmi,  Ann.  de  I'inst.  Pasteur,  1906. 
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of  5  per  cent  (tarbolic  acid  i 


wswr   U  I 


Allow  to  dissolve  ami  a<l<l  500  c 
this  Htonil  one  or  I  wo  ilayB  and  filt«i 

Stained  by  the  method  of  Gram,  the  bacillus  of  Bordet  and  Geoici 
is  decolorized. 

Oultivation. — Elarly  attempts  at  cultivation  made  by  the  discover- 
ers upon  ordinary  ascitic  agar  or  blood  agar  were  unsuccessful,    "flif; 


Fig.  110.— BoiiDKT-GBMiiju  Bacilli's. 

finally  obtained  sucecasful  cultures  from  -sputum  by  the  use  of  tlw 
followiiij;  iiu'dium; 

One  hundroil  gram«  of  sliced  potato  are  put  into  200  c.c,  of  4  pl'^ 
cent  ^lyiprin  in  water.  This  ih  steamed  in  an  autoclave  and  a  glycerin 
extract  of  potato  obtained.  To  .jO  c.c.  of  thin  extract  150  c.c.  of  6-per- 
cent salt  solution  and  .">  grams  of  agar  are  added.  The  mixture  is  meltcti 
in  the  autoclave  and  the  fluid  filled  into  test  tubes,  2  to  3  c.c.  each,  and 
sterilized.  To  each  tub<',  after  sterilization,  i«  add<'d  an  equal  volume 
of  sterile  defibrinated  rabbit  blood  or  preferably  human  blood,  the  eub- 
stances  are  mixed,  and  the  tulx's  slanted. 

On  such  a  medium,  inoculated  with   sputum,   taken    preferably 
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during  the  paroxysms  of  the  first  day  of  the  disease,  colonies  appear, 
which  are  barely  visible  after  twenty-four  hours,  *  plainly  visible  after 
forty-eight  hours.  They  are  small,  grayish,  and  rather  thick.  After 
the  first  generation  the  organisms  grow  with  markedly  greater  luxu- 
riance and  speed.  On  the  potato-blood  medium,  after  several  gen- 
erations of  artificial  cultivation,  they  form  a  grayish  glistening  layer 
which,  after  a  few  days,  becomes  heavy  and  thick,  almost  resembling 
the  growth  of  typhoid  bacilli.  In  these  later  generations,  also,  they 
develop  readily  upon  plain  blood  agar  or  ascitic  agar  and  in  ascitic 
broth  or  broth  to  which  blood  has  been  added.  In  the  fluid  media 
they  form  a  viscid  sediment,  but  no  pellicle. 

Culturally,  the  bacillus  varies  from  B.  influenzas  in  growing  less 
readily  on  hemoglobin  media  than  the  latter,  on  first  cultivation  from  the 
sputum.  Later  it  grows  much  more  heavily  on  such  media  and  shows 
less  dependence  upon  the  presence  of  hemoglobin  than  does  B.  influenzsB. 
It  also  grows  rather  more  slowly  than  the  influenza  bacillus.  It  is 
strictly  aerobic  and  in  fluid  cultures  is  best  grown  in  wide  flasks  with 
shallow  layers  of  the  medium. 

The  Bordet-Gengou  bacillus  grows  moderately  at  temperatures  about 
37.5°  C,  but  does  not  cease  to  grow  at  temperatures  as  low  as  5^  to  10**  C. 
On  blood  agar  and  in  ascitic  broth  it  may  remain  alive  for  as  long  as  two 
months  (Wollstein). 

Pathogenicity. — As  regards  the  pathogenicity  and  etiological  spe- 
cificity of  this  organism  for  whooping-cough,  no  positive  statement 
can  as  yet  be  made.  The  fact  that  it  has  been  found  in  many  cases  in 
almost  pure  cultures  during  the  early  paroxysms,  renders  it  likely  that 
the  organism  is  the  specific  cause  of  the  disease.  However,  in  early 
cases  true  influenza  bacilli  have  often  been  foimd,  and  these  latter  seem 
to  remain  in  the  sputum  of  such  patients  for  a  longer  period  and  in 
larger  numbers  than  the  bacillus  of  Bordet  and  Gengou.  Endotoxins 
have  been  obtained  from  the  cultures  of  the  bacilli  by  Bordet  and  Gengou 
by  the  method  of  Besredka.'  The  growth  from  slant  cultures  is  washed 
up  in  a  little  salt  solution,  dried  in  vacuo,  and  ground  in  a  mortar  with 
a  small,  measured  quantity  of  salt.  Finally,  enough  distilled  water  is 
added  to  bring  the  salt  into  a  solution  of  0.75  per  cent  and  the  mixture 
is  centrifugalized  and  decanted.  One  to  two  c.c.  of  such  an  extract  will 
usually  kill  a  rabbit  within  twenty-four  hours  after  intravenous  inocula- 


»  WolUtein,  Jour.  Exp.  Med.,  xi,  1909. 

>  Bordet,  Bull,  de  la  Soc.  Roy.  de  Brux.,  1907. 
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tion.  Subcutaneous  inoculation  produces  non-suppurating  necrosis  and 
ulceration  without  marked  constitutional  symptoms. 

Inoculation  of  monkeys  with  the  bacilli  themselves  by  the  respira- 
tory path  has  failed  to  produce  the  disease. 

Specific  agglutinins  may  be  obtained  in  immunized  animals  which 
prove  absolutely  the  distinctness  of  this  organism  from  Bacillus  in- 
fluenzae/ In  the  serum  of  afflicted  children  the  agglutination  is  too 
irregular  to  be  of  value. 

Specific  complement  fixation  with  the  serum  of  patients  is  reported 
by  Bordet  and  Gengou,  but  failed  in  the  hands  of  Wollstein. 


MORAX-AXENFELD   BACILLUS 

In  1896  Morax  ^  described  a  diplo-bacillus,  which  he  associated 
etiologically  with  a  type  of  chronic  conjunctivitis  to  which  he  applied 
the  name  "  conjonctivite  subaigue.''  Soon  after  this,  a  similar  micro- 
organism was  foimd  in  cases  corresponding  to  those  of  Morax  by  Axen- 
feld.*  The  condition  which  these  microorganisms  characteristically 
produce  is  a  catarrhal  conjunctivitis  which  usually  attacks  both  eyes. 
The  inflammation  is  especially  noticeable  in  the  angles  of  the  eye,  most 
severe  at  or  about  the  caruncle.  There  is  rarely  much  swelling  of  the 
conjunctiva  and  hardly  ever  ulceration.  The  (condition  runs  a  subacute 
or  chronic  course.  Its  diagnosis  is  easily  made  by  smear  prep^ft^tions 
of  the  pus  which  is  formed  with  especial  abundance*  during  the  night. 

Morphology. — In  smear  preparations  from  the  pus,  the  microorgan- 
isms appear  as  short,  thick  bacilli,  usually  in  the  form  of  two  placed 
end  to  end,  but  not  infrequently  singly  or  in  short  chains.  Their  ends 
are  distinctly  rounded,  their  centers  slightly  bulging,  giving  the  bacillus 
an  ovoid  form.    They  are  usually  about  two  micra  in  length. 

They  are  easily  stained  by  the  usual  anilin  dyes,  and,  stained  by 
the  method  of  Gram,  are  completely  decolorized. 

Ooltivation. — The  Morax-Axenfeld  bacillus  can  be  cultivated  only 
upon  alkaline  media  containing  blood  or  blood  serum. 

It  grows  poorly,  or  not  at  all,  at  room  temperature. 

Upon  Loefp.er's  blood  serum^  colonies  appear  after  twenty-four  to 
thirty-six  hours  as  small  indentations  which  indicate  a  liquefaction  of 
the  medium.     Axenfeld  states  that  eventuallv  the  entire  medium  mav 

»  Wolhtein,  loc.  cit.  ^  Morax,  Ann.  de  I'inst.  Pasteur,  1896. 

3  Axenfeld,  Cent.  f.  Bakt.,  xxi,  1897. 
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hcconip  liquefied.  Upon  serum  agar  delicate  grayish  drop-like  eolonies 
arc  forrncii  which  are  not  unlike  those  of  the  gonococcus. 

Ill  ascitic  bouillon  general  clouding  occura  within  twenty-four  honre. 

Pathogsnidt;. — Attempta  to  produce  lesions  in  the  lower  animals 
with  this  bacillus  have  been  universally  unsuccessful.     Subacute  con- 


FlQ.    117. — MORAX-AXENFRUI    DiplivBa<'ii,i.uh. 

junctivitis,  however,  has  been  produced  in  human  beings  by  inocula- 
tions with  pure  cultures. 

Zna  NEDDEN'S  BA0ILLD8 

In  ulcerative  conditions  of  the  cornea,  Zur  Nedden  has  frequently 
found  a  bacillus  to  which  he  attributes  etiological  importance. 

The  bacillus  which  he  has  described  is  small,  usually  less  than 
one  micron  in  length,  often  slightly  curved,  and  generally  found  singly. 
It  may  be  found  in  the  dipio  form  but  docs  not  form  chains.  It  is 
stained  by  the  usual  dyes,  often  staining  poorly  at  the  cods.  Stained 
by  (iram's  method  it  is  decolorized.    The  bacillus  is  non-motile. 

Oultivfttion. — It  is  easily  cultivated  upon  the  ordinary  laboratory 
media.  Upon  agar  it  forms,  within  twenty-four  hours,  transparent, 
slightly  fluorescent  colonies  which  are  round,  raised,  rather  coarsely 
granular,  and  show  a  tendency  to  confluence, 

(jflalin  is  not  liquefied. 
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Milk  is  coagulated. 

Upon  potato,  there  is  a  thick  yellowish  growth. 
•  Upon  dextrose  media,  there  is  acid  formation,  but  no 
The  bacillus  forms  no  indol  in  pepton  solutions. 
Pathogenicity. — Corneal  ulcers  have  been  produced  by  inoculation 
of  guinea-pigs. 

BAOILLUS  OF   DUOBET 

The  soft  chancre,  or  chancroid,  is  an  acute  inflammatory,  destructive 
lesion  which  occurs  usually  upon  the  genitals  or  the  skin  surrounding 
the  genitals.  The  infection  is  conveyed  from  one  individual  to  an- 
other by  direct  contact.  It  may,  however,  under  conditions  of  surgical 
manipulation,  be  transmitted  indirectly  by  means  of  dressings,  towels, 
or  instruments. 

The  lesion  begins  usually  as  a  small  pustule  which  rapidly  ruptures, 
leaving  an  irregular  ulcer  with  undermined  edges  and  a  necrotic  floor 
which  spreads  rapidly.  It  differs  clinically  from  the  true  or  syphilitic 
chancre  in  the  lack  of  induration  and  in  its  violent  inflammaton* 
nature.  Usually  it  leads  to  lymphatic  swellings  in  the  groin  which, 
later,  give  rise  to  abscesses,  commonly  spoken  of  as  "buboes." 

In  the  discharges  from  such  lesions,  Ducrey,*  in  1889,  was  able  to 
demonstrate  minute  bacilli  to  which  he  attributed  an  etiological  rela- 
tionship to  the  disease,  both  because  of  the  regularity  of  their  presence 
in  the  lesions  and  the  successful  transference  of  the  disease  by  means 
of  pus  containing  the  microorganisms. 

Morphology  and  Staining. — The  Ducrey  bacillus  is  an  extremely 
small  bacillus,  measuring  from  one  to  two  micra  in  length  and  about 
half  a  micron  in  thickness.  It  has  a  tendency  to  appear  in  short 
chains  and  in  parallel  rows,  but  many  of  the  microorganisms  may  be 
seen  irregularly  grouped.  It  is  not  motile,  possesses  no  flagella,  and 
does  not  form  spores. 

Stained  by  the  ordinary  anilin  dyes,  it  has  a  tendency  to  take  the 
color  irregularly  and  to  appear  more  deeply  stained  at  the  poles.  By  the 
Gram  method,  it  is  decolorized.  In  tissue  sections,  it  may  be  demon- 
strated by  Loeffler's  methylene-blue  method,  and  in  such  preparations 
has  been  found  within  the  granulation  tissues  forming  the  floor  of  the 
ulcers.    In  pus,  the  bacilli  are  often  found  within  leucocytes. 


» Diurey,  Monatschr.  f.  prakt.  Dermat.,  9,  1889. 
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Ooltivatioii  and  Isolatioii. — Early  attempts  at  cultivation  of  this 
bacillus  were  univei-sally  unsuccessful  in  spite  of  painstaking  experi- 
ments with  media  prepared  of  human  skin  and  blood  serum.  In  1900, 
Besanjon,  Griflfon,  and  Jje  Sourd  *  finally  succeeded  in  obtaining  growths 
upon  a  medium  containing  agar  to  which  human  blood  had  been  added. 
They  were  equally  successful  when  dog's  or  rabbit's  blood  was  substi- 
tuted for  that  of  man.  Since  the  work  by  these  authors,  the  cultiva- 
tion by  similar  methods  has  been  carried  out  by  a  number  of  investiga- 
tors. Coagulated  blood,  which  has  been  kept  for  several  days  in  sterile 
tubes,  has  been  found  to  constitute  a  favorable  medium.  Freshly 
clotted  blood  can  not  be  employed,  probably  because  of  the  bacteri- 
cidal action  of  the  senmi.  Serum-agar  has  occasionally  been  used 
with  success  but  does  not  give  results  as  satisfactory  as  those  obtained 
by  the  use  of  the  whole  blood. 

The  best  method  of  obtaining  pure  cultures  upon  such  media  con- 
sists in  puncturing  an  unruptured  bubo  with  a  sterile  hypodermic  needle 
and  transferring  the  pus  in  considerable  quantity  directly  to  the  agar. 
If  possible,  the  inoculation  of  the  media  should  be  made  inmiediately 
before  the  pus  has  had  a  chance  to  cool  off  or  to  be  exposed  to  light. 
When  buboes  are  not  available,  the  primary  lesion  may  be  thoroughly 
cleansed  with  sterile  water  or  salt  solution,  and  material  scraped  from 
the  bottom  of  the  ulcer  or  from  beneath  its  overhanging  edges  with  a 
stiff  platinum  loop.  This  material  is  then  smeared  over  the  surface  of  a 
number  of  blood-agar  plates. 

Upon  such  plates,  isolated  colonies  appear,  usually  after  forty-eight 
hours.  They  are  small,  transparent,  and  gray,  and  have  a  rather  firm, 
finely  granular  consistency.  The  colonies  rarely  grow  larger  than  pin- 
head  size,  and  have  no  tendency  to  coalesce.  At  room  temperature, 
the  cultures  die  out  rapidly.  Kept  in  the  incubator,  however,  they  may 
remain  alive  and  virulent  for  a  week  or  more. 

On  the  simpler  media,  glucose-agar,  broth,  or  gelatin,  cultivation 
is  never  successful.  On  moist  blood-agar  and  in  the  condensation 
water  of  such  tubes,  the  bacilli  have  a  tendency  to  grow  out  in  long 
chains.  Upon  media  which  are  very  dry,  they  appear  singly  or  in 
short  chains. 

Pathogenicity. — Besanjon,  Griffon  and  Le  Sourd,  and  others,  have 
succeeded  in  producing  lesions  in  man  by  inoculation  with  pure  cultures. 
Inoculation  of  the  lower  animals  has,  so  far,  been  entirely  without  result. 

^  Besanfon,  Orifforit  and  Le  Sourd ,  Presse  m£d.,  1900. 
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MIOROOOOOUS    MELITEN8I8  (MALTA  FEVER) 

{Bacillus  melitensis) 

Malta  fever  is  a  disease  occurring  along  the  Mediterranean  coast 
and  its  islands.  It  has  been  recently  found  to  occur  also  in  South  Amer- 
ica and  in  the  West  Indies.  The  disease  is  not  very  unlike  typhoid  fever, 
though  more  irregular  and  with  a  lower  mortality.  It  is  accompanied 
by  joint  pains,  sweating,  constipation,  and  occasionally  orchitis.  The 
spleen  is  almost  always  enlarged. 

The  microorganism  causing  the  disease  was  isolated  in  1887  by 
Bruce,*  a  British  army  surgeon. 

Morphology. — Micrococcus  melitensis  is  a  minute  bacteriiun  ap- 
pearing coccoid  in  smears  from  agar  cultures,  in  broth  cultures  assum- 
ing the  form  of  a  short,  slightly  wedge-shaped  bacillus  resembling  B.  in- 
fluenzse.  Babes-  regards  it  as  unquestionably  a  bacillus.  Earlier 
observers  wrongly  believed  it  to  be  a  coccus.  It  appears  in  irregularly 
parallel  groups,  and  occiisionally  forms  short  chains. 

It  is  easily  stained  with  the  ordinary  dyes,  and  is  decolorized  by 
Gram's  method. 

Ooltivation. — It  can  usually  be  cultivated  from  the  spleens  of  those 
who  have  succumbed  to  the  disease.  It  grows  on  nutrient  agar  at 
37.5°  C,  forming  small,  pearly  white  colonies  at  the  end  of  two  or 
three  days.    It  grows  easily  on  all  of  the  ordinary  laboratory  media. 

Animal  experiments  have  proved  it  pathogenic  only  for  monkeys, 
in  whom  it  produces  a  disease  similar  to  that  occurring  in  man.' 

Both  in  patients  and  in  injected  animals,  infection  with  this  bacte- 
rium produces  specific  agglutinins  which  are  of  great  practical  aid  in 
diagnosis.* 

»  Bruce,  Practitioner.  1887. 

*  Babes,  KoIIe  und  Wassemiann,  iii.  p.  443. 

*  Hughes,  Ann.  de  Tinst.  Past<»ur.  1893. 

*  Wright  and  Lamb,  Jour.  Path,  and  Bact.,  v.  1899. 


CHAPTER  XXXIX 

THE    BACILLI   OF   THE   HEMORRHAGIC   SEPTICEMIA   GROUP 

AND   BACILLUS    PESTIS. 

In  many  of  the  lower  animals  there  occur  violently  acute  bacterial 
infections  characterized  by  general  septicemia,  usually  with  petechial 
hemorrhages  throughout  the  organs  and  serous  membranes  and  severe 
intestinal  inflammations.  These  diseases,  spoken  of  as  the  "hemor- 
rhagic septicemias,"  are  caused  by  a  group  of  closely  allied  bacilli,  first 
classified  together  by  Hueppe  *  in  1886.  Some  confusion  has  existed 
as  to  the  forms  which  should  be  considered  within  Hueppe's  group  of 
"hemorrhagic  septicemia,"  a  number  of  bacteriologists  including  in 
this  class  bacilli  such  as  Loeffler's  Bacillus  typhi  murium,  and  Salmon 
and  Smith's  hog-cholera  bacillus,  microorganisms  which,  because  of 
their  motility  and  cultural  characteristics,  belong  more  properly  to  the 
"Gartner,"  " entcritidis,"  or  "paratyphoid"  group,  intermediate  be- 
tween colon  and  typhoid. 

The  organisms  properly  belonging  to  this  group  are  short  bacilli,  more 
plump  than  are  those  of  the  colon  type,  and  showing  a  marked  ten- 
dency to  stain  more  deeply  at  the  poles  than  at  the  center.  They  are 
non-motile,  possess  no  flagella,  and  do  not  form  spores.  They  grow 
readily  upon  simple  media,  but  show  a  very  marked  preference  for 
oxygen,  growing  but  slightly  below  the  surface  of  media.  By  some 
observers  they  are  characterized  as  "obligatory  aerobes,"  but  this  is 
undoubtedly  a  mistake. 

While  showing  considerable  variations  in  form  and  differences  in 
minor  cultural  characteristics,  the  species  characteristics  of  polar  stain- 
ing, decolorization  by  Gram,  immobility,  lack  of  gelatin  liquefaction, 
and  great  pathogenicity  for  animals,  stamp  alike  all  members  of  the 
group.  Its  chief  recognized  representatives  are  the  bacillus  of  chicken 
cholera,    the    bacillus    of    swine-plague    (Deutsche    Schweineseuche) , 


Hueppe,  Berl.  klin.  Woch.,  1886. 
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and  the   Bacillus  pleuroscpticus  which  causes   an  acute    disease  in 
cattle  and  often  in  wild  game. 

Because  of   certain  cultural    and   pathogenic    characteristics,  it 
seems  best  to  consider  the  bacillus  of  bubonic  plague  with  this  group. 

BAOILLUS  OF  OHIOKEN   OHOLE&A 

(BaciUiis  aviseptiais) 

The  bacillus  of  chicken  cholera  was  first  carefully  studied  by  Pas- 
teur *  in  1880.  It  is  a  short,  non-motile  bacillus,  measuring  from  0.5  to 
1  micron  in  length.  Stained  with  the  ordinary  anilin  dyes,  it  displays 
marked  polar  staining  qualities,  which  often  give  it  the  appearance  of 
being  a  diplococcus.  It  is  decolorized  by  Gram's  method.  It  does  not 
form  spores,  but  may  occasionally  form  vacuolated  degeneration  forms, 
not  unlike  those  described  for  Bacillus  pestis. 

The  bacillus  is  easily  cultivated  from  the  blood  and  organs  of  infected 
animals,  it  grows  well  upon  the  simplest  media  at  temperatures  vann- 
ing from  25°  to  40°  C.  In  broth^  it  produces  uniform  clouding  with 
later  a  formation  of  a  pellicle.  Upon  agar  it  forms,  within  twenty-four 
to  forty-eight  hours,  minute  colonies,  white  or  yellowish  in  color,  which 
are  at  first  transparent,  later  opaque.  Upon  gekUin,  it  grows  without 
liquefaction.  Upon  miik,  the  growth  is  slow  and  does  not  produce  co- 
agulation. According  to  Kruse,'  indol  is  formed  from  pepton  bouillon. 
Acid,  but  no  gas,  is  formed  in  sugar  broth. 

Among  barnyard  fowl,  this  disease  is  widely  prevalent,  attacking 
chickens,  ducks,  geese,  and  a  large  variety  of  smaller  birds.  The  infection 
is  extremely  acute,  ending  fatally  within  a  few  days.  It  is  accompanied 
by  diarrhea,  often  with  bloody  stools,  great  exhaustion,  and,  toward  the 
end,  a  drowsiness  bordering  on  coma.  Autopsy  uj>on  the  animals  re- 
veals hemorrhagic  inflammation  of  the  intestinal  mucosa,  enlargement 
of  the  liver  and  spleen,  and  often  bronchopneumonia. 

The  specific  bacilli  may  be  found  in  the  blood,  in  the  organs,  in  exu- 
dates, if  these  are  present,  and  in  large  numbers  in  the  dejecta.  Infection 
takes  place  probably  through  the  food  and  water  contaminated  by  the 
discharges  of  diseased  biixls.' 

Subcutaneous  inoculation  or  feeding  of  such  animals  with  pure 
cultures,  even  in  minute  doses,  gives  rise  to  a  quickly  developing 
septicemia  which  is  uniformly  fatal.    The  bacillus  is  extremely  patho- 

»  Pasteur,  Comptes  rend,  de  Tacad.  des  sci.,  1880. 

» Kruse,  in  FlUgge's  "  Die  Mikroorganismen." 

•  Salman,  Rep.  of  the  Com.  of  Agriculture,  1880,  1881,  and  1882. 
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gcnic  for  rabbits,  less  so  for  hogs,  sheep,  and  horses,  if  infection  is  prac- 
ticed by  subcutaneous  inoculation.  Infection  by  ingestion  does  not 
seem  to  cause  disease  in  these  animals. 

Historically,  the  bacillus  of  chicken  cholera  is  extremely  interesting, 
since  it  was  with  this  microorganism  that  Pasteur  *  carried  out  some  of 
his  fundamental  researches  upon  immunity,  and  succeeded  in  inmiu- 
nizing  chickens  with  attenuated  cultures.  The  first  attenuation  ex- 
periment made  by  Pasteur  consisted  in  allowing  the  bacilli  to  remain  in 
a  broth  culture  for  a  prolonged  period  without  transplantation.  With 
minute  doses  of  such  a  culture  (vaccin  I)  he  inoculated  chickens,  fol- 
lowing this,  after  ten  days,  with  a  small  dose  of  a  fully  virulent  culture. 
Although  enormously  important  in  principle,  the  practical  results  from 
this  method,  as  applied  to  chicken  cholera,  have  not  been  satisfactory. 
It  was  with  this  bacillus,  furthermore,  that  Pasteur  was  first  able  to 
demonstrate  the  existence  of  a  free  toxin  which  could  be  separated 
from  the  bacteria  by  filtration. 

BAOXLLUS  OF  SWINS  PLAGUE 

{Bacillus  suisepticus,  Schweineseuche) 

This  microorganism  is  almost  identical  in  form  and  cultural  charac- 
teristics with  the  bacillus  of  chicken  cholera.  It  is  non-motile,  forms 
no  spores,  is  Gram-negative,  and  does  not  liquefy  gelatin.  The  bacillus 
causes  an  epidemic  disease  among  hogs,  which  is  characterized  almost 
regularly  by  a  bronchopneumonia  followed  by  general  septicemia. 
There  is  often  a  sero-sanguineous  pleural  exudate,  a  swelling  of  bronchial 
lymph  glands  and  of  liver  and  spleen.  The  gastrointestinal  tract  is 
rarely  affected.  The  bacilli  at  autopsy  may  be  found  in  the  lungs, 
in  the  exudates,  in  the  liver  and  spleen,  and  in  the  blood.  The  disease 
is  rarely  acute,  but,  in  young  pigs,  almost  uniformly  fatal. 

It  is  probable  that  spontaneous  infection  usually  occurs  by  inhala- 
tion. Experimental  inoculation  is  successful  in  pigs,  both  when  given 
subcutaneously  and  when  administered  by  the  inhalation  method. 
Mice,  guinea-pigs,  and  rabbits  are  also  susceptible,  dying  within  three 
or  four  days  after  subcutaneous  inoculation  of  small  doses. 

Active  and  passive  immunization  of  animals  against  Bacillus  suisep- 
ticus  has  been  attempted  by  various  observers.  Active  immunization, 
if  carried  out  with  care,  may  be  successfuUy  done  in  the  laboratory. 

1  PcuteWf  loc.  dt. 
35 
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Passive  immunization  of  animals  with  the  serum  of  actively  immunized 
horses  has  been  practiced  by  Kitt  and  Mayr,*  Schreiber,*  and  Wasser- 
mann  and  Ostertag.  The  last-named  observers,  working  with  a  poly- 
valent serum  produced  with  a  number  of  different  strains  of  the  bacillus, 
have  obtained  results  of  tronsiderable  practical  value.  The  researches 
of  Kitt  and  Mayr  have  revealed  a  fact  pointing  to  the  interrelationship 
of  the  bacilli  of  the  "  hemorrhagic  septicemia  '*  group.  They  were  able 
to  show  that  the  serum  of  horses  immunized  with  chicken  cholera 
bacilli  was  able  to  protect,  somewhat,  against  Bacillus  suisepticus. 

Infection  with  the  bacillus  of  swine  plague,  in  hogs,  is  often  ac- 
companied by  an  infection  with  the  hog-cholera  bacillus  (Schweinepest). 
The  latter,  as  we  have  seen,  is  a  microorganism  belonging  to  the  enteri- 
tidis  group,  intermediate  between  Bacillus coli  and  Bacillus  typhosus,  and 
differing  from  suisepticus  in  being  actively  motile,  possessing  flagella, 
not  showing  the  polar  staining,  having  a  more  slender  morphology,  and 
producing  gas  upon  dextrose  broth.  A  confusion  between  the  two 
bacilli  frequently  occurs  because  of  their  nomenclature.  Bacteriologic- 
ally  and  pathogenically,  they  are  quite  distinct.  Bacillus  suisepticus 
produces  an  acute  septicemia,  accompanied  by  bronchopneumonia  and 
usually  not  affecting  the  gastro-intestinal  canal.  The  bacillus  of  hog 
cholera  produces  an  infection  localized  in  the  intestinal  canal. 

BACILLUS   PE8TI8 

{BaciUus  of  Bubonic  Plague) 

The  history  of  epidemic  diseases  has  no  more  terrifying  chapter 
than  that  of  plague;^  Sweeping,  time  and  again,  over  large  areas  of 
the  civilized  world,  its  scope  and  mortality  were  often  so  great  that 
all  forms  of  human  activity  were  temporarily  paralyzed.  In  the 
reign  of  Justinian  almost  fifty  per  cent  of  the  entire  population  of 
the  Roman  Empire  perished  from  the  disease.  The  "Black  Death" 
which  swept  over  Europe  during  the  fourteenth  century  killed  about 
twenty-five  million  people.  Smaller  epidemics,  appearing  in  numerous 
parts  of  the  world  during  the  sixteenth,  seventeenth,  and  eighteenth 
centuries,  hare  claimed  innumerable  victims.  In  1893,  plague  appeared 
in  Hong  Kong.  During  the  epidemic  which  followed.  Bacillus  pestis, 
now  recognized  lus  the  etiological  factor  of  the  disease,  was  discovered  by 

»  Kitt  und  Mayr,  Monatsh.  f.  prakt.  Thierheilk.,  8,  1897. 

^Schreiber,  Berl.  tierarztl.  Woch..  10.  1899. 

3  Hirsch.  "  Ilandb.  d.  histor.-geogr.  Path./'  1881. 
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Kitasato  '  and  by  Yersin,'  independently  of  each  other.  By  both  ob- 
servera  the  bacillus  could  invariablybe  found  in  the  pus  from  the  buboes 
of  afflicted  persons.  It  could  be  demonstrated  in  enormous  numbers 
in  the  cadavera  of  victims.  The  constancy  of  the  occurrence  of  the 
bacillus  in  patients,  shown  in  the  innumerable  researches  of  many 
bacteriologists,  would  alone  be  sufficient  evidence  of  its  etiological 
relationship  to  the  disease.  This  evidence  is  strengthened,  moreover, 
by  accidental  infections  which  occurred  in  Vienna  in  1898,  with  labora- 
tory cultures. 

Moipbolog;  and  Staining. — Bacillus  pestis  is  a  short,  thick  bacillus 
with  well-rounded  ends.    Its  length  is  barely  two  or  two  and  a  half  times 


Fia.  118.— Bacillus  pestis.    (After  Mallory  and  Wright.) 


its  breadth  (1.5  to  1.75  niicra  by  0.5  to  0,7  micron).  The  bacilli  appear 
singly,  in  pairs,  or,  more  rarely,  in  short  chains  of  three  or  more.  They 
show  distinct  polar  staining.  In  size  and  shape  these  bacilli  are  sub- 
ject to  a  greater  degree  of  variation  than  are  most  other  microorganisms. 
In  old  lesions  or  in  old  cultures  the  bacilli  show  involution  forms  which 
may  appear  either  as  swollen  coccoid  forms  or  as  longer,  club-shaped, 
diphtheroid  bacilli.  Degenerating  individuals  appear  often  as  swollen, 
oval  vacuoles.  All  these  involution  forms,  by  their  very  irrsgularity, 
are  of  diagnostic  importance.  They  appear  more  numerous  in  artificial 
cultures  than  in  human  lesions. 

According  to  Albrecht  and  Ghon,'  the  plague    bacillus  may,  by 

'  KiloKUo,  Lancet,  1894.  >  Yersin,  Ann.  de  I'lDst.  Puteur,  1894. 

tAlbrtdd  und  Ghon,  Wieo,  1898. 
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special  methods,  be  shown  to  possess  a  gelatinous  capsule.     It  does 
not  possess  fiagella  and  does  not  form  spores. 

The  plague  bacillus  is  easily  stained  with  all  the  usual  anDin 
dyes.  Diluted  aqueous  fuchsin  and  methylene-blue  are  most  frequently 
employed.  With  these  stains  the  characteristically  deeper  staining 
of  the  polar  portions. of  the  baiillus  is  usually  easy  to  demonstrate. 
Special  polar  stains  have  been  devised  by  various  observers.  Moat  of 
these  depend  upon  avoidance  of  the  usual  heat  fixation  of  the  prepara- 
tions, which,  in  some  way,  seems  to  interfere  with  goot]  polar  st^ninf. 
Fixation  of  the  dried  smears  with  absolute  alcohol  is,  therefore,  prefer- 
able.   The  bacillus  is  decolorized  by  Gram's  method. 


Fio.  119. — Bacilli's  fESTta,  Involution  Forms.     (After  Zettoow.) 

Isolation  and  Oultiration. — The  bacilluH  is  easily  isolated  in  pure 
culture  from  the  specific  lesions  of  plague  patients,  during  life  or  at 
autopsy.  It  growa  readily  and  luxuriantly  upon  the  meat-infusion 
media.  The  optimum  temperature  for  its  cultivation  is  about  30°  C. 
Below  20°  C.  and  iibovc  38°  C,  growth  is  sparse  and  delayed,  though  it 
is  not  entirely  inhibited  until  exposed  to  temperatures  below  12°  C, 
or  above  40°  C.  The  most  favorable  reaction  of  culture  media  is  neu- 
trality or  moderate  alkalinity,  though  slight  acidity  does  not  prevent 
development. 

On  agar,  growth  appears  within  twenty-four  hours  as  minute 
colonies  with  a  compact  small  center  surrounded  by  a  broad,  irregularly 
indented,  granular  margin. 
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On  gelatin^  similar  colonies  appear  after  two  or  three  days  at  20° 
to  22°  C.    The  gelatin  is  not  liquefied. 

In  bouillon^  the  plague  bacilli  grow  slowly.  They  usually  sink  to 
the  bottom  or  adhere  to  the  walls  of  the  tube  as  a  granular  deposit  and 
may  occasionally  form  a  delicate  pellicle.  Chain-formation  is  not  un- 
common. In  broth  cultures,  moreover,  a  peculiar  stalactite-like  growth 
is  often  seen,  when  the  culture  fluid  is  covered  with  a  layer  of  oil. 
Delicate  threads  of  growth  hang  down  from  the  surface  of  the  medium 
into  its  depths  like  stalactites. 

Milk  is  not  coagulated.  In  litmus-milk  there  is  slight  acid  forma- 
tion. On  potato  and  on  blood  serum  the  growth  shows  nothing  char- 
acteristic or  of  differential  value.  On  pepUm  media  no  indol  is 
formed. 

Biological  OonsideratioDB. — Bacillus  pestis  is  aerobic.  Absence  of 
free  oxygen  is  said  to  prevent  its  growth,  at  least  under  certain  condi- 
tions of  artificial  cultivation.  It  is  non-motile.  Outside  of  the  animal 
body  the  bacilli  may  retain  viability  for  months  and  even  years  if 
preserved  in  the  dark  and  in  a  moist  environment.  In  cadavers  they 
may  live  for  weeks  and  months  if  protected  from  dryness.  In  pus  or 
sputum  from  patients  they  may  live  eight  to  fourteen  days.  These 
facts  are  of  great  hygienic  importance. 

Complete  drying  in  the  air  kills  the  bacilli  within  two  or  three  days.* 
Thoroughly  dried  by  artificial  means  they  die  within  four  or  five  hours. 

Dry  heat  at  100°  C.  kills  the  bacillus  in  one  hour.*  Live  steam  or  boil- 
ing water  is  effectual  in  a  few  minutes.  The  bacilli  possess  great  resist- 
ance against  cold,  surviving  a  temperature  of  0°  C.  for  as  many  as 
forty  days. 

Direct  sunlight  destroys  them  within  four  or  five  hours.  The  common 
disinfectants  are  effectual  in  the  following  strengths:  carbolic  acid,  one 
per  cent  kills  them  in  two  hours,  five  per  cent  in  ten  minutes;  bichlorid 
of  mercur\'  1  :  1 ,000  is  effectual  in  ten  minutes. 

Pathogenicity. — In  man,  plague  is  acquired '  by  entrance  of  the  bacil- 
lus either  through  the  skin  or  by  the  respiratory  tract.  The  period  of 
incubation  is  about  three  to  seven  days.  Two  distinct  clinical  types 
of  the  disease  occur,  depending  upon  the  mode  of  infection.  When 
cutaneous  infection  has  occurred  the  disease  is  first  localized  in  the 
lymph  nodes  nearest  the  point  of  inoculation.     If  the  respiratory  tract 


«  KUamto,  Lancet,  1894.  »  Abel,  Cent.  f.  Bakt.,  xxi,  1897. 

» OoUacMich,  Zeit.  f.  Hyg.,  xxxv,  1900. 
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has  been  the  portal  of  entrance  the  disease  primarily  takes  the  form  of  a 
pneumonia. 

Infection  may  take  place  through  the  most  minute  lesioiLSy  hardly 
visible  to  the  naked  eye.  Even  the  unbroken  skin  may  admit  the 
microorganisms  if  these  are  rubbed  in  with  sufficient  energy.  From  the 
primary  lymphatic  swellings,  the  bacilli  enter  the  blood  and  produce 
secondary  foci.  The  general  symptoms  are  largely  referable  to  endo- 
toxins. 

The  pneumonic  form  of  plague  usually  begins  with  symptoms  not 
unlike  a  typical  pneumonia  and  is  usually  fatal  within  four  or  five  or 
even  fewer  days.  This  form  of  the  disease  is  especially  menacing  as  a 
means  of  dissemination,  because  of  the  enormous  numbers  of  plague 
bacilli  in  the  sputum. 

One  of  the  chief  characteristics  of  t!ie  general  systemic  plague  infec- 
tion is  the  VGTy  marked  cardiac  depression. 

The  bacteriological  diagnosis  during  life  may  be  made  by  finding  the 
bacilli  in  the  sputum  or  in  aspiration  fluid  from  a  bubo.  The  micro- 
organisms are  identified  morphologically,  culturally,  by  animal  experi- 
ment, and  by  agglutination  reaction.  Blood  cultures  from  plague  pa- 
tients often  yield  positive  results,  especially  when  the  blood  is  well 
diluted  in  neutral  broth  to  prevent  any  inhibiting  action  of  the  anti- 
bodies in  the  serum. 

At  autopsy,  in  man,  the  bacilli  are  found  in  the  primary  lesions,  in 
the  blood,  and  in  the  spleen,  the  liver,  and  the  lymphatics.  There  may 
be  hemorrhages  into  the  serous  cavities.  When  pneumonia  exists,  it 
usually  takes  the  form  of  a  bronchopneumonia  with  extensive  swelling 
of  the  bronchial  lymph  nodes. 

In  cases  in  which  the  disease  is  prolonged,  there  are  often  tubercle- 
like foci  in  the  spleen,  liver,  and  lungs.  Histologically  these  foci  show 
central  necrosis  surrounded  by  the  usual  inflammatory  cell  reactions. 
In  jnore  chronic  cases  connective-tissue  encapsulation  may  appear. 

Bacillus  pestis  is  extremely  pathogenic  for  rats,  mice,  guinea-pigs. 
rabbits,  and  monkeys.  The  most  susceptible  of  these  animals  are  rats 
and  guinea-pigs,  in  whom  mere  rubbing  of  plague  bacilli  into  the  un- 
broken skin  will  often  produce  the  di8oas<».  This  method  of  experimen- 
tal infection  of  guinea-pigs  is  of  great  service  in  isolating  the  plague 
bacillus  from  mat<»rial  contaminated  with  other  microorganisms.  For 
the  same  purpose,  infection  of  rats  suhcutaneously  at  the  root  of  the 
tail  may  be  employed.    Such  inoculation  in  rats  is  invariably  fatal. 

The  virulence  of  separate  strains  of  plague  bacilli  is  subject  to  great 
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variations.  Animal  passage  usually  increases  it,  but  prolonged  growth 
upon  artificial  media  often  results  in  gradual  reduction  of  the  virulence. 

In  rats,  spontaneous  infection  with  plague  is  common  and  plays  an 
important  r61e  in  the  spread  of  the  disease.  Rats  become  infected  from 
the  cadavers  of  plague  victims  or  by  gnawing  the  dead  bodies  of  other 
rats  dead  of  the  disease.  The  pneumonic  type  of  the  disease  is  common 
in  these  animals  and  has  been  produced  in  them  by  inhalation  experi- 
ments. During  every  well-observed  plague  epidemic,  marked  mortality 
among  the  domestic  rats  has  been  noticed. 

Plague  is  transmitted  either  by  direct  contact  or  inhalation,  or  in- 
directly by  clothing,  linen,  and  other  objects  worn  or  handled.  The 
r6le  in  the  transmission  of  the  disease  played  by  rats  is  probably  of 
great  importance.  The  animals  vomit,  defecate,  and  die  in  cellars, 
storerooms,  etc.,  and  thus  set  free  vast  numbers  of  plague  bacilli  for 
indirect  accidental  transmission  to  human  beings.  The  actual  mode  in 
which  this  transmission  takes  place  is  by  no  means  certain.  The  fact 
that  in  countries  where  plague  is  prevalent  many  of  the  natives  go 
insufficiently  shod  or  barefooted,  may  account  for  many  infections. 

Simond  ^  lays  great  stress  upon  transmission  to  man  by  means  of 
fleas,  the  Indian  rat-flea  often  being  parasitic  upon  man.  His  conclu- 
sions are  probably  too  far-reaching,  though  the  possibility  of  such  in- 
fection can  not  be  denied.' 

Toxin  Formation. — The  systemic  symptoms  of  plague  are  largely  due 
to  the  absorption  of  poisonous  products  of  the  bacteria.  Albrecht  and 
Ghon,^  Wernicke,*  and  others  were  unable  to  obtain  any  toxic  action 
with  broth-culture  filtrates  and  concluded  that  the  poisons  of  B. 
pestis  were  chiefly  endotoxins,  firmly  attached  to  the  bacterial  body. 
Kossel  and  Overbeck,*  however,  on  the  basis  of  a  careful  investigation, 
came  to  the  conclusion  that,  in  addition  to  the  endotoxin,  there  is  formed 
in  older  broth  cultures  a  definite  and  important  true,  soluble  toxin. 

Immunization. — A  single  attack  of  plague  usually  protects  hunian 
beings  from  reinfection.  A  second  attack  in  the  same  individual  is 
extremely  rare.  Immunization  in  animals  produces  specific  agglutinat- 
ing and  bacteriolytic  substances  which  are  of  great  importance  in  the 
bacteriological  diagnosis  of  the  bacillus.    The  agglutinating  action  of  the 


»  Simond,  Ann.  de  Tinst.  Pasteur,  1893. 

» NuUall,  Cent.  f.  Bakt.,  xxii,  1897;  NuUaU,  Hyg.  Rund.,  ix,  1809. 

»  Albrecht  und  Ghon,  loc.  cit^ 

*  Wernicke,  Cent.  f.  Bakt.,  Ref.,  xxiv,  1898. 

» KoMel  und  Overbeck,  Arb.  a.  d.  Gesundh.,  xviii,  1901. 
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serum  of  patients  is  clinically  important  in  the  diagnosis  of  the  disease 
even  in  dilutions  of  one  in  ten,  since  undiluted  normal  human  serum 
has  no  agglutinating  effect  upon  plague  bacilli. 

Active  immunization  of  animals  ^  is  accomplished  by  inoculation  of 
the  whole  dead  bacteria.  Haff kine  has  attempted  active  inununization  in 
human  beings  by  subcutaneous  treatment  with  sterilized  broth  cultures 
of  B.  pestis.  Gaflky '  and  his  collaborators  recommend,  for  similar 
purposes,  forty-eight-hour  agar  cultures  of  a  bacillus  of  standard  viru- 
lence, emulsified  in  bouillon  and  sterilized  at  65®  C. 

>  Yersin,  CcUmeUe  et  Roux,  Ann.  de  Tinst.  Pasteur,  1895. 

>  Oaffky,  Pfeiffer,  Sticker  und  Dieudonn^,  Arb.  a.  d.  kais.  Gesundheitsamt,  xvi, 
1899. 


CHAPTER  XL 

BACILLUS  ANTHRACIS  AND  ANTHRAX 
{MUzbrandy  Charbon) 

Anthrax  is  primarily  a  disease  of  the  herbivora,  attacking  especially 
cattle  and  sheep.  Infection  not  infrequently  occurs  in  horses,  hogs,  and 
goats.  In  other  domestic  animals  it  is  exceptional.  Man  is  susceptible  to 
the  disease  and  contracts  it  either  directly  from  the  living  animals  or 
from  the  hides,  wool,  or  other  parts  of  the  cadaver  used  in  the  industries. 

The  history  of  the  disease  dates  back  to  the  most  ancient  periods  and 
anthrax  has,  at  all  times,  been  a  severe  scourge  upon  cattle-  and  sheep- 
raising  communities.  Of  all  infections  attacking  the  domestic  animals 
no  other  has  claimed  so  many  victims  as  anthrax.  In  Russia,  where 
the  disease  is  most  common,  72,000  horses  are  said  to  have  succumbed 
in  one  year  (1864).* 

In  Austro-Hungary,  Germany,  France,  and  the  Eastern  countries, 
each  year  thousands  of  animals  and  numerous  human  beings  perish  of 
anthrax.  In  England  and  America  the  disease  is  relatively  infrequent. 
No  quarter  of  the  globe,  however,  is  entirely  free  from  it. 

Especial  historical  interest  attaches  to  the  anthrax  bacillus  in  that 
it  was  the  first  microorganism  proved  definitely  to  bear  a  specific  etio- 
logical relationship  to  an  infectious  disease.  The  discovery  of  the  an- 
thrax bacillus,  therefore,  laid,  as  it  were,  the  cornerstone  of  modem 
bacteriology.  The  bacillus  was  first  observed  in  the  blood  of  infected 
animals  by  PoUender  in  1849,  and,  independently,  by  Brauell  in  1857. 
Davaine,^  however,  in  1863,  was  the  first  one  to  produce  experimental 
infection  in  animals  with  blood  containing  the  bacilli  and  to  suggest 
a  direct  etiological  relationship  between  the  two.  Final  and  absolute 
proof  of  the  justice  of  Davaine's  contentions,  however,  was  not  brought 
until  the  further  development  of  bacteriological  technique,  by  Koch,' 
had  made  it  possible  for  this  last  observer  to  isolate  the  bacillus  upon 

»  Quoted  from  Sobernheim,  Kolle  iind  Wassermann.,  vol.  ii. 
2  Davaine,  Comptes  rend,  de  Tacad.  des  sci.,  Ivii,  1863. 
»  Koch,  Cohn's  "  Beitr.  z.  Biol.  d.  Pflanzen,"  ii,  1876. 
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artificial  media  and  lo  rcpiodiipc  the  diHcasc  experimentally  by  inoeu- 
lation  with  puif?  culturus. 

Hoiptiology  and  St&iniiiff. — The  anthrax  bacillus  is  a  straight  rod, 
;'»  to  10  micia  in  length,  1  to  '.i  micru  in  width.  It  is  non-motiie. 
In  pn'panitiijriH  made  from  the  blood  of  an  infected  animal,  the  bacilli 
are  usually  Mingk-  or  in  pairs.  Grown  on  artificial  mcMlia  they  fonn 
tanf^les  of  long  threads.    Their  ends  are  cut  off  squarely,  in  sharp  con- 


Fiii.   12().  — UACiLLiiti  ANTiinAtis.     I''nnii  pur<>  culture  od  agar. 


tra.st  to  the  roun.led  rnds  of  many  other  bacilli.  The  comers  are  often 
shar|j  iiml  the  i^ndw  of  bacilh  in  contai^t  in  a  chain  often  touch  each  other 
only  at  theneiwints,  leaving  in  coiiscctueiice  an  oval  chink  between  the 
end.s  of  the  organisms.  The  appearance  of  a  chain  of  anthrax  bacilli, 
Iherefoii',  has  been  not  inaptly  compared  to  a  rod  of  bamboo.  On 
artificial  media  the  anthrax  hacilluw  form.s  spoivt!.  Oxygen  is  uececmar}' 
for  thefonnation  of  thc^'  s|)on's  and  they  are  cons«^<[uently  not  found 
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in  the  blood  of  infected  subjects.  The  spores  are  located  in  the  middle 
of  the  bacilli  and  are  distinctly  oval.  They  are  difficult  to  stain,  but 
may  be  demonstrated  by  any  of  the  usual  spore-»taimiig  procedures, 
such  an  Mailer's  or  Novy's  methods.  The  bacilli  themselves  are  easily 
stained  by  the  usual  anilin  dyes,  and  gentian -violet  or  fuchsiu  in  aque- 
ous solution  may  be  conveniently  employed.  They  are  not  decolorized 
by  Gram's  method. 

In  preparations  from  animal  tissues  or  blood,  stained  by  special  pro- 


of  kidney  of  animal    dead    of 


cttdures,  the  anthrax  bacillus  may  occasionally  be  seen  to  possess  a  cap- 
sule. The  capsule  is  never  seen  in  preparations  from  the  ordinary 
artificial  media.  Some  observers  have  demonstrated  them  in  cultures 
grown  in  fluid  blood  serum.  In  chains  of  anthrax  bacilli,  the  capsule 
when  present  seems  to  envelop  the  entire  chain  and  not  the  individual 
bacteria  separately. 

-Isolation  of  the  anthrax  bacillus  from  infected  material 
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is  comparativnly  simple,  both  bccuiise  of  the  case  of  its  cultivation  aiul 
Ixtcause  of  the  sharply  characteristic  features  of  its  morphological  ami 
cultural  appearance. 

Oultivation. — The  anthrax  bacillus  is  an  aerobic,  facultatively  aJiaeru- 
bic  bacillus.  While  it  may  develop  slowly  ami  sparsely  under  anaerobic 
conditions,  free  oxygen  is  required  to  permit  its  luxuriant  and  charac- 
teristic growth. 

The  optimum  temperature  for  its  cultivation  ranges  about  37.5°  C. 
It  is  not,  however,  delicately  susceptible  to  moderate  variations  of  lem- 


Fio.   122. 


In  tuiiciirofspluon  of  uiiimal  dead  of  anthrax. 


pcratui-e  and  growth  does  not  cease  until  temperatures  as  low  as  12"  C. 
or  as  high  as  -I'l'  C.  are  reached.  By  conlinuoiis  cultivation  at  some  of 
the  tcnii)craturt!s  near  either  the  highi-r  or  the  lower  of  these  limits,  the 
bacillus  Tnay  become  well  adapted  to  the  new  i>nviionment  and  attain 
luxuriant  growth.' 

The  anthrax  bacillus  may  lie  cultivated  on  all  of  the  usual  artificial 
media,  growing  upon  the  mcatr4'x tract  as  well  as  upon  the  meat-infusion 
media. 


■  Dieuiloaru,  Arb.  a.  il.  kais.  Gt-sundhoitHunit .  1894. 
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It  may  be  cultivated  also  upon  hay  infusion,  various  other  vegetahle 
media,  sugar  solutions,  and  urine.  While  moderate  acidity  of  the 
medium  does  not  prevent  the  growth  of  this  bacillus,  the  most  favorable 
reaction  for  media  is  neutrality  or  slight  alkalinity. 

Cn  gelatin  plates,  colonies  develop  within  twenty-four  to  forty-eight 
hours  as  opaque,  white  disks,  pin-head  in  size,  irregularly  round  and 
rather  flat.  As  the  colonies  increase  in  size  their  outlines  become  less 
regular  and  under  the  microscope  they  are  seen  to  be  made  up  of  a 
hair-like  tangle  of  threads  spreading  in  thin  wavy  layers  from  a  more 
compact  central  knot.  The  microscopic  appearance  of  these  colonies 
hmi  been  aptly  described  as  resembling  a  Medusa  head.    Fragments  of  a 


Fio.  123. — Anthrax  Colont  on  Gelatin,      (After  GOnther.) 


colony  examined  on  a  slide  with  a  higher  power  show  the  individual 
threads  to  be  made  up  of  parallel  chains  of  bacilli. 

.\ftcr  a  day  or  two  of  further  growth,  the  gelatin  about  the  colonies 
becomes  fluidified. 

In  gelatin  sUA  cultures,  growth  appears  at  first  as  a  thin  white  line 
along  the  course  of  the  puncture.  From  this,  growth  proceeds  in  thin 
spicules  or  filaments  diverging  from  the  stab,  more  abundantly  near  the 
top  than  near  the  bottom  of  the  stab,  owing  to  more  active  growth  in 
well  oxygenated  environment.  The  resulting  picture  is  that  of  a  small 
inverted  "Christmas  tree."  Fluidification  begins  at  the  top,  at  first  a 
shallow  depression  filled  with  an  opaque  mixture  of  bacilli  and  fluid. 


558 


PATHOGENIC  MICROORGANISMS 


Later  the  bacilli  »ink  to  the  bottom  of  the  flat  depression,  leaving  a  ckai 
supernatant  flui<l  of  peptonized  gelatin. 

Iq  broth,  growth  takes  place  rapidly,  but  does  not  lead  to  an  even, 
general  clouiling.  There  is  usually  an  initial  pellicle  formation  at  tbt 
top  where  the  oxygen  supply  is  greattsst.  Simultaneously  with  this  a 
slimy  m&aa  appears  at  the  bottom  of  the  tube,  owing  to  the  sinking  of 


Fia.  124.^Anthrax  Colony  < 


bacilli  to  the  bottom.  Apart  from  isolated  flukes  and  threads  the  inter- 
vening  broth  is  clear.  Shaken  up,  the  tube  shows  a  tough,  stringy  mass, 
not  unlike  a  small  cotton  fluff,  and  general  clouding  is  produced  only 
by  vigorous  mixing. 

Upon  agar  plates,  growth  at  37.i>°  C.  is  vigorous  and  colonies  appear 
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within  twelve  to  twenty-four  hours.  They  are  irregular  in  outline, 
slightly  wrinkled,  and  show  under  the  microscope  the  characteristic 
tangled-thread  appearance  seen  on  gelatin,  except  that  they  are  more 
compact  than  upon  the  former  medium.  The  colonies  are  slightly  glisten- 
ing and  tough  in  consistency. 

On  a^ar  slants,  the  colonies  usually  become  confluent,  the  entire 
surface  soon  being  covered  by  a  grayish,  tough  pellicle  which,  if  fished, 
has  a  tendency  to  come  away  in  thin  strips  or  strands. 

On  potato,  growth  is  rapid,  white,  and  rather  dry.  Sporulation  upon 
potato  is  rapid  and  marked,  and  the  medium  is  favorable  for  the  study 
of  this  phase  of  development. 

Milk  is  slowly  acidified  and  slowly  coagulated.  This  action  is  chiefly 
upon  the  casein;  very  few,  if  any,  changes  being  produced  either  in  the 
sugars  or  in  the  fats  of  the  milk.  The  acids  formed  are,  according  to 
Iwanow,*  chiefly  formic,  acetic,  and  caproic  acids. 

Biological  Oonsiderations. — ^The  anthrax  bacillus  is  aerobic  and  facul- 
tatively anaerobic.  It  is  non-motile  and  possesses  no  flagclla.  In  the 
animal  body  it  occasionally  forms  capsules.  In  artificial  cultures  in 
the  presence  of  oxygen,  it  sooner  or  later  invariably  forms  spores.  The 
spores  appear  after  the  culture  has  reached  its  maximum  of  develop- 
ment. Sporulation  never  occurs  in  the  animal  body,  probably  because 
of  the  absence  of  sufficient  free  oxygen.  Spores  are  formed  most  exten- 
sively '  at  temperatures  ranging  from  20®  C.  to  30°  C.  Spore  formation 
ceases  below  18°  C.  and  above  42°  C.  For  different  strains  these  figures 
may  vary  slightly,  as  has  been  shown  from  the  results  of  various 
observers.  Spores  appear  most  rapidly  and  regularly  upon  agar  and 
potato  media. 

The  spore — one  in  each  bacillus — appears  as  a  small,  highly  refractile 
spot  in  the  center  of  the  individual  bacterium.  As  this  enlarges,  the 
body  of  the  bacillus  around  it  gradually  undergoes  granular  degenera- 
tion and  loses  its  staining  capacity.* 

If  anthrax  bacilli  are  cultivated  for  prolonged  periods  upon  media 
containing  hydrochloric  or  rosolic  acid  or  weak  solutions  of  carbolic 
acid,*  cultures  may  be  obtained  which  do  not  sporulate  and  which  seem 
permanently  to  have  lost  this  power,  without  losing  their  virulence  to 
the  same  degree.     Similar  results  may  be  obtained  by  continuous  cul- 


»  Iwanow,  Ann.  de  Tinst.  Pasteur,  1802. 

2  Koch,  loc.  cit. 

«  Behring,  Zeit.  f.  Hyg.,  vi  and  vii,  1889;  Deut.  med.  Woeh.,  1889. 

*  Chamberland  et  R<mx^  Ck)mpte8  rend,  de  Tacad.  des  sci.,  xcvi,  1882. 
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tivation  at  temperatures  above  42°  C.  By  this  procedure,  however, 
virulence,  too,  is  considerably  diminished. 

^Resistance. — Because  of  its  property  of  spore  formation,  the  anthrax 
bacillus  is  extremely  resistant  toward  chemical  and  physical  environ- 
ment. The  vegetative  forms  themselves  are  not  more  resistant  than 
most  other  non-sporulating  bacteria,  being  destroyed  by  a  temperature 
of  54°  C.  in  ten  minutes.  Anthrax  spores  may  be  kept  in  a  dry  state 
for  many  years  without  losing  their  viability.*  While  different  strains 
of  anthrax  spores  show  some  variation  in  their  powers  of  resistance, 
all  races  show  an  extremely  high  resistance  to  heat.  Dry  heat  at  140** 
C.  kills  them  only  after  three  hours.'  Live  steam  at  lOO**  kills  them  in 
five  to  ten  minutes.  Boiling  in  water  destroys  them  in  about  ten  min- 
utes. Low  temperatures  have  but  little  effect  upon  them.  Ravenel' 
found  that,  frozen  by  liquid  air,  they  were  still  viable  after  three  hours. 

The  variability  shown  by  different  strains  of  spores  in  their  resistance 
to  heat  is  even  more  marked  in  their  behavior  toward  chemicals/  Some 
strains  will  retain  their  viability  after  exposure  to  five-per-cent  carbolic 
acid  for  forty  days,*^  while  others  are  destroyed  by  the  same  solution  in 
two  days.  Corrosive  sublimate,  1  :  2,000,  kills  most  strains  of  anthrax 
hi  forty  minutes. 

Direct  sunlight  destroys  anthrax  spores  within  six  to  twelve  houra.* 

Pathogenicity. — The  anthrax  bacillus  is  pathogenic  for  cattle, 
sheep,  guinea-pigs,  rabbits,  rats,  and  mice.  The  degrees  of  susceptibil- 
ity of  these  animals  differ  greatly,  variations  in  this  respect  existing  even 
among  different  members  of  the  same  species.  Thus,  the  long-haired 
Algerian  sheep  show  a  high  resistance,  while  the  European  variety  are 
highly  susceptible;  and,  similarly,  the  gray  rat  is  much  more  resistant 
than  the  white  rat.  Dogs,  hogs,  cats,  birds,  and  the  cold-blooded  ani- 
mals are  relatively  insusceptible.  For  man  the  bacillus  is  definitely 
pathogenic,  though  less  so  than  for  some  of  the  animals  mentioned 
above. 

WTiile  separate  races  of  anthrax  bacilli  may  vary  much  in  their  de- 
gree of  virulence,  a  single  individual  strain  remains  fairly  constant  in 
this  respect  if  preserved,  dried  upon  threads  or  kept  in  sealed  tubes  in 


»  Suntwnt  ot  Arnnuld,  Ann.  de  I'inst.  Pasteur.  1894. 

2  Koch  und  Wolff hiigcl.  Mitt,  a.  d.  kais.  Gesundheitsamt,  1881. 

>  RaiH*nrl,  Medical  News.  vii.  1899. 

*  FrankcL  Zeit.  f.  Hyg.,  vi.  1889. 

*  Koch,  loc.  cit. 

*  Momont,  Ann.  do  I'inst.  Pasteur,  1892. 
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a  cold,  dark  place.  Virulence  may  be  reduced  *  by  various  attenuating 
laboratoiy  procedures  which  are  of  importance  in  that  they  have  made 
possible  prophylactic  immunization.  Heating  the  bacilli  to  55®  C.  for 
ten  minutes  considerably  reduces  their  virulence.  Similar  results  are 
obtained  by  prolonged  cultivation  at  temperatures  of  42°  to  43°  C, 
or  by  the  addition  of  weak  disinfectants  to  the  culture  fluids.'  Once 
reduced,  the  new  grade  of  virulence  remains  fairly  constant.  Increase 
of  virulence  may  be  artificially  produced  by  passage  through  animals. 

Experimental  infections  in  susceptible  animals  are  most  easily  accom- 
plished by  subcutaneous  inoculations.  The  inoculation  is  followed,  at 
first,  by  no  morbid  symptoms,  and  some  animals  may  appear  perfectly 
well  and  comfortable  until  within  a  few  hours  or  even  moments  before 
death,  when  they  suddenly  become  visibly  very  ill,  rapidly  go  into 
collapse,  and  die.  The  length  of  the  disease  depends  to  some  extent, 
of  course,  upon  the  resistance  of  the  infected  subject,  being  in  guinea- 
pigs  and  mice  from  twenty-four  to  forty-eight  hours.  The  quantity  of 
infectious  material  introduced,  on  the  other  hand,  has  little  bearing 
upon  the  final  outcome,  a  few  bacilli,  or  even  a  single  bacillus,  often 
sufficing  to  bring  about  a  fatal  infection.  Although  the  bacilli  are  not 
demonstrable  in  the  blood  until  just  before  death,  they  nevertheless 
invade  the  blood  and  lymph  streams  inunediately  after  inoculation, 
and  are  conveyed  by  these  to  all  the  organs.  This  has  been  demonstrated 
clearly  by  experiments  where  inoculations  into  the  tail  or  ear  were  im- 
mediately followed  by  amputation  of  the  inoculated  parts  without  pre- 
vention of  the  fatal  general  infection.  The  bacilli  are  probably  not  at 
first  able  to  multiply  in  the  blood.  At  the  place  of  inoculation  and 
probably  in  the  organs  they  proliferate,  until  the  resistance  of  the  in- 
fected subject  is  entirely  overcome.  At  this  stage  of  the  disease,  no 
longer  held  at  bay  by  any  antagonistic  qualities  of  the  blood,  they  enter 
the  circulation  and  multiply  within  it.  Autopsy  upon  such  animals 
reveals  an  edematous  hemorrhagic  infiltration  at  the  point  of  inocu- 
lation. The  spleen  is  enlarged  and  congested.  The  kidneys  are  con- 
gested, and  there  may  be  hemorrhagic  spots  upon  the  serous  mem- 
branes. The  bacilli  are  found  in  large  numbers  in  the  blood  and  in  the 
capillaries  of  all  the  organs. 

The  mode  of  action  of  Bacillus  anthracis  is  as  yet  an  unsettled  point. 
It  is  probable  that  death  is  brought  about  to  a  large  extent  by  purely 

'  Toussaint,  Comptes  rend,  de   I'acad.  des  sci.,  xci,  1880;   Pasteur ,  Cfiamberland 
et  Rmix,  Compt<?s  rend,  de  I'acad.  des  sci.,  xcii,  188L 
'  Chamberland  et  RotiXf  ibid.,  xcvi,  1882. 
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mechanical  means,  such  as  capillary  obstruction.  Neither  a  true 
secretory  toxin  nor  an  endotoxin  has  been  demonstrated  for  the  anthrax 
bacillus.  The  decidedly  toxemic  clinical  picture  of  the  disease,  however, 
in  some  animals  and  in  man,  precludes  our  definitely  concluding  that 
such  poisons  do  not  exist.  It  is  a  matter  of  fact,  however,  that  neither 
culture  filtrates  nor  dead  bacilli  have  any  noticeable  toxic  effect  upon 
test  animals,  and  exert  no  appreciable  immunizing  action. 

Spontaneous  infection  of  animals  takes  place  largely  by  way  of  the 
alimentary  canal,  the  bacilli  being  taken  in  with  the  food.  The  bacteria 
are  swallowed  as  spores,  and  therefore  resist  the  acid  gastric  juice.  In 
the  intestines  they  develop  into  the  vegetative  forms,  increase,  and 
gradually  invade  the  system.  The  large  majority  of  cattle  infections 
are  of  this  type.  Direct  subcutaneous  infection  may  also  occur  sponta- 
neously when  small  punctures  and  abrasions  about  the  mouth  are  made 
by  the  sharp  spicules  of  the  hay,  straw,  or  other  varieties  of  fodder. 

When  infection  upon  a  visible  part  occurs,  there  is  formed  a  diffuse, 
tense  local  swelling,  not  unlike  a  large  carbuncle.  The  center  of  this  may 
be  marked  by  a  black,  necrotic  slough,  or  may  contain  a  pustular  de- 
pression. 

Infection  by  inhalation  is  probably  rare  among  animals.  Trans- 
mission among  animals  is  usually  by  the  agency  of  the  excreta  or  un- 
bumed  carcasses  of  infected  animals.  The  bacilli  escaping  from  the 
body  are  deposited  upon  the  earth  together  with  animal  and  vegetable 
matter,  which  fonns  a  suitable  medium  for  sporulation.  The  spores 
may  then  remain  in  the  immediate  vicinity,  or  may  be  scattered  by 
rain  and  wind  over  considerable  areas.  The  danger  from  buried  car- 
casses, at  first  suspected  by  Pasteur,  is  probably  very  slight,  owing  to  the 
fact  that  the  bacilli  can  not  sporulate  in  the  anaerobic  environment  to 
which  the  burying-process  subjects  them.  The  disease,  in  infected  cattle 
and  sheep,  is  usually  acute,  killing  within  one  or  two  days.  The  mortality 
is  extremely  high,  fluctuating  about  eighty  per  cent. 

In  man  the  disease  is  usually  acquired  by  cutaneous  inoculation.  It 
may  also  occur  by  inhalation  and  through  the  alimentary  tract. 

Cutaneous  inoculation  occurs  usually  through  small  abrasions  or 
scratches  upon  the  skin  in  men  who  habitually  handle  live-stock,  and 
in  butchers,  or  tanners  of  hides.  Infection  occurs  most  frequently  upon 
the  hands  and  forearms.  The  primar>'  lesion,  often  spoken  of  as  "  malig- 
nant pustule,''  appeal's  within  twelve  to  twenty-four  hours  after  inocula- 
tion, and  resembles,  at  first,  an  ordinary  small  furuncle.  Soon,  however, 
its  center  will  show  a  vesicle  filled  with  sero-sanguineous,  later  sero- 
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purulent  fluid.  This  may  change  into  a  black  central  necrosis  sur- 
rounded by  an  angry  red  edematous  areola.  Occasionally  local  gangrene 
and  general  systemic  infection  may  lead  to  death  within  five  or  six  days. 
More  frequently,  however,  especially  if  prompt  excision  is  practiced,  the 
patient  recovers.  The  early  diagnosis  of  the  condition  is  best  made 
bacteriologically  by  finding  the  bacilli  in  the  local  discharge. 

The  pulmonary  infection,  known  as  "wool-sorter's  disease,"  occurs 
in  persons  who  handle  raw  wool,  hides,  or  horse  hair,  by  the  inhala- 
tion or  by  the  swallowing  of  spores.  The  disease  is  fortunately  rare  in 
this  country.  The  spores,  once  inhaled,  develop  into  the  vegetative 
forms  ^  and  these  travel  along  the  lymphatics  into  the  limgs  and 
pleura.  The  disease  manifests  itself  as  a  violent,  irregular  pneumonia, 
which,  in  the  majority  of  cases,  leads  to  death.  The  bacilli  in  these 
cases  can  often  be  found  in  the  sputum  before  death. 

Infection  through  the  alimentary  canal  may  occasionally,  though 
rarely,  occur  in  man,  the  source  of  infection  being  usually  ingestion  of 
the  uncooked  meat  of  infected  animals.  This  form  of  infection  is  rare, 
because  in  many  cases  the  bacilli  have  not  sporulated  in  the  animal 
and  the  ingested  vegetative  forms  are  injured  or  destroyed  by  the  acid 
gastric  juice.  When  viable  spores  enter  the  gut,  however,  infection  may 
take  place,  the  initial  lesion  being  localized  usually  in  the  small  intes- 
tine. The  clinical  picture  that  follows  is  one  of  violent  enteritis  with 
bloody  stools  and  great  prostration.  Death  is  the  rule.  The  diagnosis 
is  made  by  the  discovery  of  the  bacilli  in  the  feces. 

General  hygienic  prophylaxis  against  anthrax  consists  chiefly  in  the 
destruction  of  infected  animals,  in  the  burying  of  cadavers,  and  in  the 
disinfection  of  stables,  etc.  The  practical  impossibility  of  destroying 
the  anthrax  spores  in  infected  pastures,  etc.,  makes  it  necessary  to  re- 
sort to  prophylactic  immunization  of  cattle  and  sheep. 

Immmiity  against  Anthrax. — Minute  quantities  of  virulent  anthrax 
cultures  usually  suffice  to  produce  death  in  susceptible  animals.  Dead 
cultures  are  inefficient  in  calling  forth  any  immunity  in  treated  subjects. 
It  is  necessary,  therefore,  for  the  production  of  active  immunity  to 
resort  to  attenuated  cultures.  The  safest  way  to  accomplish  such  at- 
tenuation is  the  one  originated  by  Pasteur,'  consisting  in  prolonged 
cultivation  of  the  bacillus  at  42®  to  43°  C.  in  broth.  Non-spore-forming 
races  are  thus  evolved. 

The  longer  the  bacilli  are  grown  at  the  above  temperature  the  greater 

»  Eppinger,  Wien.  med.  Woch.,  1888.        »  Pasteur ,  loc  dt. 
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is  the  reduction  in  their  virulence.  Koch,  Gaffky,  and  Loeffler,'  utilianf 
the  variations  in  susceptibilities  of  different  species  of  animals,  devised  i 
method  by  means  of  which  the  relative  attenuation  of  a  given  culture  may 
be  estimated  and  standardized.  Rabbits  are  less  susceptible  than  guinea- 
pigs,  and  virulent  anthrax  cultures,  grown  for  two  or  three  days  under  the 
stated  conditions,  lose  their  power  to  kill  rabbits,  but  are  less  virulent  for 
guinea-pigs.  After  ten  to  twenty  days  of  further  cultivation  at  42® C. 
the  virulence  for  the  guinea-pig  disappears,  but  the  culture  is  potent 
against  the  still  more  susceptible  mouse.  Even  the  virulence  for  mice 
may  be  entirely  eliminated  by  further  cultivation  at  this  temperature. 

The  method  of  active  immunization  first  practiced  by  Pasteur,  and 
still  used  extensively,  is  carried  out  as  follows:  Two  anthrax  cultures 
of  varying  degrees  of  attenuation  are  used  as  tniccins.  The  premier 
vaccin  is  a  culture  which  has  lost  its  virulence  for  guinea-pigs  and 
rabbits,  and  is  potent  only  against  mice.  The  deuxibme  vciccin  is  a  cul- 
ture which  is  still  definitely  virulent  for  mice  and  guinea-pigs,  but  not 
potent  for  rabbits.  Forty-eight-hour  broth  cultures  of  these  strains, 
grown  at  37.5°  C,  form  the  vaccin  actually  employed.  Vaccin  I  is 
subcutaneously  injected  into  cattle  in  doses  of  0.25  c.c,  sheep  receiving 
about  half  this  quantity.  After  twelve  days  have  elapsed  similar  quan- 
tities of  Vaccin  II  are  injected. 

Pasteur's  method  has  given  excellent  results  and  confers  an  im- 
munity which  lasts  about  a  year. 

Chauveau  ^  has  modified  Pasteur's  method  by  growing  the  bacilli 
in  bouillon  at  38°  to  39°  C,  at  a  pressure  of  eight  atmospheres.  Cul- 
tures are  then  made  of  races  attenuated  in  this  way,  upon  chicken 
bouillon  and  allowed  to  develop  for  thirty  days.  Single  injections  of 
0.1  c.c.  each  of  such  cultures  are  said  to  protect  cattle. 

Active  immunization  of  small  laboratory  animals  is  very  difficult, 
but  can  be  accomplished  by  careful  treatment  with  extremely  attenu- 
ated cultures. 

Passive  immunization  by  means  of  the  serum  of  actively  immune 
animals  was  first  successfully  accomplished  by  Sclavo.* 

The  subject  of  passive  immunization  has  been  especially  investigated 
and  practically  applied  by  Sol^emheim.*  The  serum  used  is  produced  by 
actively  immunizing  sheep.    It  is  necessary  to  cany  immunization  to  an 


>  Koch,  Gaffky y  und  Loeffler,  Mitt.  a.  d.  kais.  Gesundheitsamt,  1884. 

*  Chaui'eau,  Comptes  rend,  de  I'acad.  des  sci.,  1884. 
*Sclavo,  Cent.  f.  Bakt.,  xviii,  1895. 

*  Sobemheim,  Zeit.  f.  Hyg.,  xxv,  1897;  xxxi,  1899. 
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extremely  high  degree  in  order  to  obtain  any  appreciable  protective 
power  in  the  serum.  This  is  accomplished  by  preliminary  treatment 
with  Pasteur's  or  other  attenuated  vaccines,  followed  by  gradually 
increasing  doses  of  fully  virulent  cultures.  Treatment  continued  at 
intervals  of  two  weeks,  for  two  or  three  months,  usually  produces  an 
effective  serum.  Horses  and  cattle  may  also  be  used  for  the  process,  but 
they  are  believed  by  Sobernheim  to  give  less  active  sera  than  sheep. 
Bleeding  is  done  about  three  weeks  after  the  last  injection.  The  sera 
are  stable  and  easily  preserved. 

Injections  of  20  to  25  c.c.  of  such  a  serum  have  been  found  to  protect 
animals  effectually  from  anthrax  and  to  confer  an  immunity  lasting 
often  as  long  as  two  months.  Animals  already  infected  are  said  to  be 
saved  by  treatment  with  25  to  100  c.c.  of  the  serum. 

Neither  specific  bactericidal  nor  bacteriolytic  properties  have,  so 
far,  been  demonstrated  in  these  immune  sera.  In  fact,  these  properties 
are  distinctly  more  pronounced  against  Bacillus  anthracis  in  the  normal 
sera  of  rats  and  dogs.  Agglutinins  have  not  been  satisfactorily  demon- 
strated in  sera,  partly  because  of  the  great  technical  difficulties  en- 
countered in  the  active  chain-formation  of  the  bacillus  in  fluid  media. 
An  increase  of  opsonic  power  of  such  serum  over  normal  serum  has 
not  been  satisfactorily  demonstrated. 

Bacteria  Closely  Resembling  Bacillus  anthracis. — In  most  laboratory 
collections  there  are  strains  of  true  anthrax  bacilli  so  attenuated  that 
they  are  practically  non-pathogenic.  These  do  not  differ  from  the 
virulent  strains  in  any  morphological  or  cultural  characteristics, 
liesides  such  strains  there  are  numerous  non-virulent  bacteria  culturally 
not  identical  with  Bacillus  anthracis,  but  resembling  it  very  closely. 

B.  ANTHRAcoiDEs  (Hueppe  and  Wood  *). — A  Gram-positive  bacillus, 
morphologically  different  from  B.  anthracis  in  that  the  ends  are  more 
rounded.  Culturally,  somewhat  more  rapid  in  growth  and  more  rapid 
in  gelatin  fluidification.  Non-pathogenic.  Otherwise  indistinguishable 
from  B.  anthracis. 

B.  RADirosus  (Wurzel  Bacillus), — Cultivated  from  water — city  water 
supplies.  Morphologically  somewhat  larger  than  Bacillus  anthracis,  and 
the  individual  bacilli  more  irregular  in  size.  Verj'  rapid  fluidification  of 
gelatin  and  growth  most  active  at  room  temperature.     Non -pathogenic. 

B.  suBTiLis  (Hay  Bacillus), — Although  not  very  closely  related  to 
the  anthrax  group,  this  bacillus  is  somewhat  similar  and  conveniently 

•  Hueppe  und  Wood,  Berl.  klin.  Woch.,  xvi,  1889. 
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described  in  this  connection.  It  is  of  importance  to  workers  with  paihi- 
genic  bacteria,  because  of  the  frequency  with  which  it  is  found  ai  i 
saprophyte  or  secondary  invader  in  chronic  suppurative  lesions. 

Morphology. — Straight  rod,  2  to  S  niicra  long,  0.7  micron  wide.  Spore? 
formed  usually  slightly  nearer  one  pole  than  the  other.  Grows  in  Ion: 
chains  and  only  in  such  chains  arc  spores  found.  It  does  not  (lecolor- 
ize  by  Gram's  method.     Is  actively  motile  in  young  cultures  in  whici 


Fuj.  11?5.-  Bacillis  SruTiLis.     (Hay  Bacillus.) 


the  bjicilli  are  single  or  in  pairs.  In  older  cultures  chains  are  formed 
and  the  bacilli  become  motionless,  (lelatin  is  liquefied.  On  gelatin 
and  agar  the  bacilli  grow  as  a  dry  corrugated  pellicle.  Microscopically, 
th(^  colonies  are  made  up  of  interlacing  threads,  being  irregularly  round 
with  fringed  edges.  There  is  a  ten<lency  to  confluence.  The  bacillus 
is  foim<l  in  brackish  water,  infusions  of  vegetable  matter,  etc.,  and  is 
practically  non-palhogenic,  occurring  only  occasionally  as  a  saproph\t€ 
in  old  sinuses  and  infected  wounds. 


CHAPTER  XLI 

BACILLUS  PYOCYANEUS 

It  is  a  matter  of  common  surgical  experience  that  many  suppurating 
wounds,  especially  sinuses  of  long  standing,  discharge  pus  which  is  of  a 
bright  green  color.  The  fact  that  this  peculiar  type  of  purulent  inflam- 
mation is  due  to  a  specific  chromogenic  microorganism  was  first  demon- 
strated by  Gessard  *  in  1882.  The  bacillus  which  was  described  by  Ges- 
sard  has  since  become  the  subject  of  much  careful  research  and  has  been 
shown  to  hold  a  not  unimportant  place  among  pathogenic  bacteria.' 

Morphology  and  Staining. — Bacillus  pyocyaneus  is  a  short  rod,  usu- 
ally straight,  occasionally  slightly  curved,  measuring,  according  to 
Fliigge,  about  1  to  2  micra  in  length  by  about  0.3  of  a  micron  in  thickness. 
The  bacilli  are  thus  small  and  slender,  but  are  subject  to  considerable 
variation  from  the  measurements  given,  even  in  one  and  the  same  cul- 
ture. While  ordinarily  single,  the  bacilli  may  be  arranged  end  to  end  in 
short  chains  of  two  and  three.  Longer  chains  may  exceptionally  be 
formed  upon  media  which  are  especially  unfavorable  for  its  growth,  such 
as  very  acid  media  or  those  containing  antiseptics. 

Spores  are  not  found.  The  bacilli  are  actively  motile  and  possess 
each  a  single  flagellum  placed  at  one  end. 

Bacillus  pyocyaneus  is  stained  easily  with  aU  the  usual  dyes,  but  is 
decolorized  by  Gram's  method.  Irregular  staining  of  the  bacillary  body 
is  common,  but  is  always  an  indication  of  degeneration,  and  not  a 
normal  characteristic,  as,  for  instance,  in  the  diphtheria  group. 

Cultivation. — The  pyocyaneus  bacillus  is  aerobic  and  facultatively 
anaerobic.  It  can  be  adapted  to  absolutely  anaerobic  environments,  but 
does  not  produce  its  characteristic  pigment  without  the  free  access  of 
oxygen.  The  bacillus  grows  readily  upon  the  usual  laboratory  media 
and  is  not  very  sensitive  to  reaction,  growing  equally  well  upon  moder- 
ately alkaline  or  acid  media.  Development  takes  place  at  temperatures 
as  low  as  18°  to  20°  C,  more  rapidly  and  luxuriantly  at  ST.S*'  C. 

'  Gesmrd,  Th^se  de  Paris,  1882. 
« Charrin,  "  La  maladie  pyocyanique,"  Paris,  1889. 
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On  agar  slants,  growth  is  abundant  and  confluent,  the  surface  of  the 
agar  being  covered  by  a  moist,  grayish  or  yellowish,  glistening,  evenUyer. 
The  pigment  which  begins  to  become  visible  after  about  eighteen  hours 
soon  penetrates  the  agar  itself  and  becomes  diffused  throughout  it. 
giving  the  medium  a  bright  green  fluorescent  appearance,  which  grow 
darker  as  the  age  of  the  culture  increases. 

In  gelatin  stal)s,  growth  takes  place  much  more  rapidly  upon  the 
surface  than  in  the  depths.  A  rapid  liquefaction  of  the  gelatin  takes 
place,  causing  a  saucer-shaped  depression.  As  this  dee[>ens,  pigment 
Ixjgins  to  form  in  the  uppcn*  layers,  often  visible  as  a  greenish  pellicle. 

In  gelatin  plates,  the  colonies  have  a  characteristic  appearance.  They 
are  round  and  are  composed  of  a  central  dense  zone,  and  a  periphenl. 
loos<»ly  granular  zone,  which  (jxtends  outward  into  the  peripheral  fluidi- 
fied ar(»a  in  a  fringe  of  fine  filaments.  When  first  appearing,  they  are 
grayish  yellow,  latc*r  assuming  the  characteristic  greenish  hue. 

In  broth,  growth  is  rapi<l  and  chiefly  at  the  surface,  forming  a  thick 
pellicl(\  Below  this,  there  is  moderate  clouding.  The  pigment  is  formed 
chi(»fly  at  the  top.  In  old  cultur(»s  thert^  is  a  heavy  flocculent  precipitate. 
In  fluid  media  containing  albuminous  material,  strong  alkalinity  ^ 
pro(luc(»d. 

On  potato,  growth  develops  readily  and  a  deep  brownish  pigment  ap- 
pears, which  is  not  unlik(»  that  produced  by  B.  mallei  upon  the  same 
mediiun. 

Milk  is  coagulat(»d  by  precipitation  of  casein  and  assumes  a  3''ellowish- 
green  hue.  In  older  cultures  the  cascnn  may  again  be  digested  and  liquefied 

The  pigment  of  Bacillus  pyocyaneus  has  been  the  subject  of  much 
investigation.  It  was  shown  by  Charrin  *  and  others  that  this  pigment 
had  no  notation  to  the  pathogenic  properties  of  the  bacillus.  It  is  found 
in  cultun\s  as  a  colorless  leukobas(»  which  assumes  a  green  color  on  the 
addition  of  oxygen.  Conv(»rsely,  the  typical  green  "pyocyanin,"  as 
the  pigment  is  called,  may  be  decolorized  by  reducing  substances.  This 
explains  th(»  fact  that  it  is  not  found  in  cultures  sealed  from  the  air.  ?>•(>- 
cyanin  may  be  (extracted  from  cultun»s  with  chloroform  and  crystalliied 
out  of  such  solution  in  the*  form  of  blue  stellate  crystals.  These,  on 
chemical  analysis,  have  be(»n  found  to  belong  to  the  group  of  aromatir 
compounds,  with  a  formula,  according  to  I^dderhose,'  of  C^Hj^NjO. 

Besides   pyocyanin,    Bacillus   pyocyaneus   produces    another   pig- 


>  Chiirrin,  loo.  cit. 

3  Letiderhow,  quoteil  from  Boland  Ont.  f.  Hakt.,  xxv,  1889. 
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merit  which  is  fluorescent  and  insoluble  in  chloroform,  but  soluble  in 
water/  This  pigment  is  common  to  other  fluorescent  bacteria,  and  not 
peculiar  to  Bacillus  pyocyaneus.  The  reddish-brown  color  seen  in  old 
cultures  ^  and  supposed  by  some  writers  to  be  a  third  pigment,  is  probably 
a  derivative  from  pyocyanin  by  chemical  change. 

Chloroform  extraction  of  pyocyanin  from  cultures  may  serve  oc- 
casionally to  distinguish  the  pyocyaneus  bacilli  from  other  similar 
fluorescent  bacteria.  Ernst  has  claimed  that  there  are  two  types  of  B. 
pyocyaneus,  an  «-type  which  produces  only  the  fluorescent,  water- 
soluble  pigment,  and  a  Mype  which  produces  both  this  and  pyocyanin.' 

Pathogenicity. — Bacillus  pyocyaneus  is  one  of  the  less  virulent  patho- 
genic bacteria.  It  is  widely  distributed  in  nature  and  may  be  found 
frequently  as  a  harmless  parasite  upon  the  skin  or  in  the  upper  respira- 
tor}' tracts  of  animals  and  men.  It  has,  however,  occasionally  been 
found  in  connection  with  suppurative  lesions  of  various  parts  of 
the  body,  often  as  a  mere  secondary  invader  in  the  wake  of  another 
incitant,  or  even  as  the  primary  cause  of  the  inflammation.  In  most 
cases  where  true  pyocyaneus  infection  has  taken  place,  the  subject  is 
usually  one  whose  general  condition  and  resistance  are  abnormally  low.* 
Thus  pyocyaneus  may  be  the  cause  of  chronic  otitis  media  in  ill-nour- 
ishcnl  children.  It  has  been  cultivated  out  of  the  stools  of  children  suf- 
fering from  diarrhea,  and  has  been  found  at  autopsy  generally  distributed 
throughout  the  organs  of  children  dead  of  gastro-enteritis.*  It  has  been 
cultivated  from  the  spleen  at  autopsy  from  a  case  of  general  sepsis 
following  mastoid  operation.  The  bacDlus  has  been  found,  further- 
more, during  life  in  pericardial  exudate  and  in  pus  from  liver  abscesses.* 

Brill  and  Libman,'  as  well  as  Finkelstein,'  have  cultivated 
B.  pyocyaneus  from  the  blood  of  patients  suffering  from  general  sepsis. 
Wassermann  *  showed  the  bacillus  to  have  been  the  etiological  factor  in 
an  epidemic  of  umbilical  infections  in  new-born  children.  Similar  exam- 
ples of  B.  pyocyaneus  infection  in  human  beings  might  be  enumerated  in 
large  numbers,  and  there  is  no  good  reason  to  doubt  that,  under  given 

Boland,  loc.  cit. 

Gessard,  Ann.  de  I'inst.  Pasteur,  1890,  1891,  and  1892. 
Ernst,  Zeit.  f.  Hyg.,  ii,  1887. 
Rohner,  Cent.  f.  Bakt.,  xi,  1892. 
Neumann,  Jahrb.  f.  Kinderheilk.,  1890. 
Kraunhals,  Zeit.  f.  Chir.,  xxxvii,  1893. 
Brill  and  Libman,  Amer.  Jour.  Med.  Sci.,  1899. 
FinkeUtein,  Cent.  f.  Bakt.,  1899. 
,  •  Wasaermann,  Virchow's  Arch.,  clxv,  1901. 
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conditions,  fatal  infections  may  occur.  Such  cases,  however,  are  still  to 
be  regarded  as  depending  more  upon  the  low  resistance  of  the  individual 
attacked  than  upon  the  great  pathogenicity  of  B.  pyocyaneus. 

Many  domestic  animals  are  susceptible  to  experimental  pyocyaneus 
infection,  chief  among  these  being  rabbits,  goats,  mice,  and  guinea- 
pigs.  Guinea-pigs  are  killed  by  this  bacillus  with  especial  ease.  Intra- 
peritoneal inoculation  with  a  loopful  of  a  culture  of  average  virulence 
usually  leads  to  the  death  of  a  young  guinea-pig  within  three  or  four  da3r8. 

Toxins  and  Immmiisation. — Emmerich  and  Low  have  shown  that 
filtrates  of  old  broth  cultures  of  B.  pyocyaneus  contain  a  ferment-like 
substance  which  possesses  the  power  to  destroy  some  other  bacteria, 
apparently  by  lysis.  They  have  called  this  substance  "  pyocyanase  "  and 
claim  that,  with  it,  they  have  succeeded  in  protecting  Rnimftlff  from 
anthrax  infection.  During  recent  years  pyocyanase  has  been  employed 
locally  for  the  removal  of  diphtheria  bacilli  from  the  throats  of  convales- 
cent cases.  Broth-culture  filtrates  evaporated  to  one-tenth  their  volume 
in  vaciu)  are  used  for  this  purpose. 

Pyocyanase  is  exceedingly  thermostable,  resisting  boiling  for  several 
hours,  and  is  probably  not  identical  with  any  of  the  other  toxins  or 
peptonizing  ferments  produced  by  B.  pyocyaneus. 

The  toxins  proper  of  B.  pyocyaneus  have  been  the  subject  of  much 
investigation,  chiefly  by  Wassermann.^  Wassermann  found  that  filtrates 
of  old  cultures  were  far  more  poisonous  for  guinea-pigs  than  extracts 
made  of  dead  bacteria.  He  concludes  from  this  and  other  observations 
that  B.  pyocyaneus  produces  both  an  endotoxin  and  a  soluble  secreted 
toxin.  The  toxin  is  comparatively  thermostable,  resisting  100°  C.  for  a 
short  time.  Animals  actively  immunized  with  living  cultures  of  B.  pyo- 
cyaneus give  rise  in  their  blood  scrum  to  bacteriolytic  antibodies  only. 
Immunized  with  filtrates  from  old  cultures,  on  the  other  hand,  their 
scrum  will  contain  both  bacteriolytic  and  antitoxic  substances.  The 
true  toxin  of  B.  pyocyaneus  never  approaches  in  strength  that  of  diph- 
theria or  of  tetanus.  Active  immunization  of  animals  must  be  done 
carefully  if  it  is  desired  to  produce  an  immune  serum,  since  repeated 
injections  cause  great  emaciation  and  general  loss  of  strength.  Specific 
agglutinins  have  been  found  in  immune  sera  by  Wassermann  *  and 
others.  Eisenberg  ^  claims  that  such  agglutinins  are  active  also  against 
some  of  the  fluorescent  intestinal  bacteria. 


»  Wassermann,  Zcit.  f.  Hyg.,  xxii,  1896.      '  Wassermann^  Zeit.  f.  Hyg.,  19Q2. 

'  Eisenberg,  Cent.  f.  Bakt.,  1903. 
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Bulloch  and  Hunter  ^  have  recently  been  able  to  show  that  old 
broth  cultures  of  B.  pyocyaneus  contain  a  substance  capable  of 
hcmolyzing  the  red  blood  corpuscles  of  dogs,  rabbits,  and.  sheep. 
This  "  pyocyanolysin "  seems  intimately  attached  to  the  bacterial 
body.  Prolonged  heating  of  cultures  does  not  destroy  it.  Heating  of 
hemolytic  filtrates,  however,  destroys  it  in  a  short  time.  The  filtration 
of  young  cultures  yields  very  little  pyocyanolysin'  in  the  filtrate.  In 
old  cultures,  however,  a  considerable  amount  passes  into  the  filtrate. 
Whether  or  not  the  hemolytic  power  is  due  to  a  specific  bacterial 
product  or  is  dependent  upon  changes  in  the  culture  fluid,  such  as 
alkalinization,  etc.,  can  not  yet  be  regarded  as  certain. 

Gheorghiewski '  claims  to  have  foimd  a  leucocyte-destroying  ferment 
in  pyocyaneus  cultures. 

1  BuUoch  und  Hunter,  Cent.  f.  Bakt.,  xxviii,  1900. 
*  Gheorghiewaki,  Ann.  de  I'inst.  Pasteur,  xiii,  1899. 


CHAPTER  XLII 

ASIATIC  CHOLERA  AND  THE  CHOLERA  ORGANISM 
{Spirillum  cholercp  asiaticce,  Comma  Bacillus) 

The  organism  of  ^Vsiatic  cholera  was  unknown  until  1883.  In  thw 
year,  Koch/  at  the  head  of  a  commission  established  by  the  German 
government  to  study  the  disease  in  Egypt  and  India,  discovered  the 
"  comma  bacillus  "  in  the  defecations  of  patients,  and  satisfactorily  de- 
termined its  etiological  significance. 

Koch's  investigations  were  carried  out  on  a  large  number  of  cases 
and  many  investigations  have  since  then  corroboratcKl  his  results. 
The  numerous  morphologically  similar  spirilla  which  were  later  foumi 
in  normal  individuals  and  in  connection  with  other  conditions,  have 
been  shown  by  accurate  bacteriological  methods  to  be  closely  related^ 
but  not  identical. 

Apart  from  the  evidence  of  the  constant  association  of  the  cholera 
vibrio  with  the  disease,  the  etiological  relationship  has  been  eleariy 
demonstrated  by  several  accurately  recorded  accidental  infections  oc- 
curring in  bacteriological  workers,  and  by  the  famous  experiment  of 
PetUuikofer  and  Emmerich,  who  purposely  drank  water  containing 
chol(*ra  bacilli.  Both  observers  became  seriously  ill  with  typical  clini- 
cal symptoms  of  cholera,  and  one  of  them  narrowly  escaped  death. 

Morphology  and  Staining. — The  vibrio  or  spirillum  of  cholera  is  a  small 
cui*ved  rod,  varying  from  one  to  two  micra  in  length.  The  degree  of 
curvature  may  voxy  from  the  slightly  bent,  comma-like  form  to  a 
more  or  less  distinct  spiral  with  one  or  two  turns.  The  spirals  do  not 
lie  in  the  same  plane,  being  arranged  in  corkscrew  fashion  in  thrw 
dimensions.  The  spirillum  is  actively  motile  and  owes  its  motility 
to  a  singk*  polar  flagtJlum,  best  demonstrated  by  Van  Ermengem's 
flagella  stain.  Spores  are  not  found.  In  young  cultures  the  comma 
shapes  predominate,  in  older  growths  the  longer  forms  are  more  nu- 
merous.   Strains  which  have  been  cultivated  artificially  for  prolonged 


»  Koch,  Deut.  me<l.  Woch.,  1883  ami  1884. 
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periods  without  passage  through  the  animal  body  have  a  tendency  to 
lose  the  curve,  assuming  a  more  bacillus-like  appearance.  The  spirilla 
are  stained  with  all  the  usual  aqueous  anilin  dyes.  They  are  decolor- 
ized by  Gram's  method.  In  histological  section  they  are  less  easily 
stained,  but  may  be  demonstrated  by  staining  with  alkaline  methylene 
blue. 

Cultivation. — ^The  cholera  spirillum  grows  easily  upon  all  the  usual 
culture  media,  thriving  upon  meat-extract  as  well  as  upon  meat-infusion 


Fig.  126.— Cholera  Spirili 


(AFt«r  Fr&ukel  and  Pfeiffer.) 


media.  Moderate  alkalinity  of  the  media  is  preferable,  though  slight 
acidity  <loe8  not  prevent  growth. 

In  gelatin  plates  growth  appears  at  room  temperature  within  twenty- 
four  hours  as  small,  strongly  refracting  yellowish-gray,  pin-head  colonies. 
As  growth  increases  the  gelatin  is  fluidified.  Under  magnification  these 
colonies  appear  coarsely  granular  with  margins  irregular  because  of 
the  Iiquefa<tion.  liquefaction,  too,  causes  a  rapid  development  in 
8U(rh  colonie.4  of  separate  concentric  zones  of  varying  refractive  power. 
Old  strains,  artificially  cultivated  for  long  periods,  lose  much  of  their 
liquefying  power. 

In  gelatin  stab  cultures  fluidification  begins  at  the  surface,  rapidly 
giving  rise  to  the  familiar  funnel-shaped  excavation. 

Upon  agar  plates,  within  eighteen  to  twenty-four  hours,  grayish, 
opalescent  colonies  appear,  which  are  easily  difTerentiateU  by  their 
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transparency  from   the  other  hactcrfa  apt  to  appear  in  feces.     Agar 
plates,  therefore,  arc  important  in  the  isolation  of  these  organisms. 

Coaguialed  blood  serum  is  fluidilicd  by  the  cholera  vibrio.  On 
polalo,  growth  la  profuse  and  appears  as  a  brownish  coarse  layer.  In 
milk,  growth  is  rapid  and  without  coagulation.  In  broth,  genera] 
clouding  and  the  formation  of  a  pellicle  result.  The  rapidity  and  luxuri- 
ance of  growth  of  the  cholera  spirillum  upon  aikaline  pepton  solutiom 
render  such  solutions  peculiarly  useful  as  enriching  media  in  isolating 
this  microorganism   from  the  stools  of  patients.     In  pepton  solutioD, 


Fig.  127. — CoiytNiEs  itT  SnniLi.i'M  (iioLcit.K  on  Oklatin  Plate,  Thirtit  Hocnts 
Old.     (.\fter  Friinkel  iin<l  Pfeiffer.) 

too,  the  cholera  spirillum  ffives  rise  to  iibundant  indol,  demonstrated 
in  the  so-called  "  cholern-i-cd  "  resiction.  Thia  n'action  has  a  distinct 
diagnostic  value,  hut  is  by  no  means  .fpccific'  In  the  case  of  the  cholera 
vil)rio  the  mere  addition  of  strong  sulpiiuric  acid  suffices  to  bring  out 
the  color  reaction.  Thiw  is  due  to  the  fiict  that,  unlike  some  other  indol- 
producing  bacteria,  Ihc  cholera  orgiinisni  is  iililc  to  n-iluce  the  nitrates 
present  in  the  medium  to  nitrites,  thus  itself  furni-shing  the  nitrite 
necessary  for  the  color  reaction.  The  medium  which  is  most  suitable 
for  this  test  is  that  pTOpo.sed  hy  Dimham,^  consisting  of  a  solution  of 
one  per  cent  of  pure  pepton  and  five-tenths  ])or  cent  NaCl  in  water, 
>  See  indol  reaclioii,  |>.  1(17.  '  Dunham,  Zeit.  f.  Hyg„  ii,  1887. 
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Isolation. — Isolation  of  the  cholera  vibrio  from  the  feces,  while 
easy  in  many  cases,  is  occasionally  attended  with  some  difficulty 
owing  to  the  large  number  of  other  bacteria  present.  The  most 
satisfactory  method  of  procedure  is  to  inoculate  a  set  of  gelatin 
plates,  another  of  agar  plates,  and  a  number  of  Dunham's  pepton- 
broth  tubes,  with  small  quantities  of  the  auspicious  material.  When 
the  spirilla  arc  numerous  they  can  frequently  be  fished  directly  from  sus- 
picious colonies  in  the  plates  and  isolated  for  further  identification. 
When  less  numerous,  they  can  usuaUy  be  found  in  relatively  increased 
numbers  after  eight  or  ten  hours  at  37.5°  C.  in  the  topmost  layers  of 
the  Dunham  broth,  which  is  an  almost  selectively  favorable  medium  for 
these  organisms.  They  collect  at  the  surface  where  free  oxygen  is 
readily  obtained.    From  the  pepton  broth,  plate  dilutions  can  then  be 

1  s  a 

Fia.  128.— Cholera  Sphmlluu.    Stab  Cultures  in  Gelatin:    t.  Two  days  old. 

2.  Three  days  old.    3.  Six  days  old.    (After  Frfinket  aod  Pfeiffer.) 

prepared  and  colonics  hshed.'  Once  isolated,  the  spirilla  are  identified 
by  their  morphology,  by  the  appearance  of  their  colonies,  by  their 
manner  of  growth  upon  gelatin  stabs,  by  the  eholera-red  reaction, 
and,  finally,  by  agglutinative  and  bacteriolytic  teats  in  immune  sera. 
Owing  to  the  existence  of  other  spirilla  morphologically  and  cultu- 
rally similar,  the  serum  reactions  are  the  only  absolutely  positive  dif- 
ferential criteria. 

For  isolation  of  the  bacteria  from  water,  it  is,  of  course,  necessary 
to  xise  comparatively  large  quantities.  Fliigge '  and  Bitter  advise  the 
dbtribution  of  about  a  liter  of  water  in  ten  or  twelve  Erlenmeyer  flaaka. 
To  each  of  these  they  add  10  c.c.  of  sterile  pcpton-salt  solution  (pepton 
ten  per  cent,  NaCt  five  per  rent),    .\ftrr  eighteen  hours  at  37.5°  C.  the 


'  Abel  und  Ciautten,  Cent.  f.  Bakt., 
"  Fliigge,  Zeit.  f.  Hyg.,  juv,  1893. 
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surface  growths  in  these  flasks  are  examined  both  microscopically  and 
culturally  as  before. 

Biological  OonsideratioziB. — ^The  cholera  spirillum  is  aerobic  and 
facultatively  anaerobic.  It  does  not  form  spores.  The  optimum  tem- 
perature for  its  growth  is  about  ST.S*'  C.  It  grows  easily,  however,  at  a 
temperature  of  22°  C.  and  does  not  cease  to  grow  at  temperatures  as 
high  as  W^,  Frozen  in  ice,  these  bacteria  may  live  for  about  three 
or  four  days.  Boiling  destroys  them  immediately.  A  temperature  of 
60°  C.  kills  them  in  an  hour.  In  impure  water,  in  moist  linen,  and  in 
food  stuffs,  they  may  live  for  many  days.  Associated  with  sapro- 
phytes in  feces  and  other  putrefying  material,  and  wherever  active 
acid  formation  is  taking  place,  they  are  destroyed  within  several  days. 
Complete  drying  kills  them  in  a  short  time.  The  common  disin- 
fectants destroy  them  in  weak  solutions  and  after  short  exposures 
(carbolic  acid,  five-tenths  per  cent  in  one-half  hour;  bichlorid  of 
mercury,  1  :  100,000  in  ten  minutes;  mineral  acids,  1  :  5,000  or  10,000 
in  a  few  minutes).^ 

Pathogenicity. — Cholera  is  essentially  a  disease  of  man.  Endemic  in 
India  and  other  Eastern  countries,  it  has  from  time  to  time  epidemically 
invaded  large  territories  of  Europe  and  Asia,  not  infrequently  assuming 
pandemic  proportions  and  sweeping  over  almost  the  entire  earth.'  Five 
separate  cholera  epidemics  of  appalling  magnitude  occurred  during 
the  nineteenth  century  alone;  several  of  these,  spreading  from  India  to 
Asia  Minor,  Egypt,  Russia,  and  the  countries  of  Central  Europe,  reached 
even  to  North  and  South  America.  The  last  great  epidemic  began  about 
1883,  traveled  gradually  westward,  and  in  1892  reached  Germany  where 
it  appeared  with  especial  virulence  in  Hamburg,  and  thence,  fol- 
lowing the  highways  of  ocean  commerce,  entered  America  and  Africa. 
During  this  epidemic  in  Russia  alone  800,000  people  fell  victims  to  the 
disease. 

In  man  the  disease  is  contracU^d  by  ingestion  of  cholera  organisms 
with  water,  food,  or  any  contaminated  material.  The  disease  is  essen- 
tially an  intestinal  one.  The  bact(Tia,  vcr}-  sensitive  to  an  acid  reaction. 
may  often,  if  in  small  numbers,  be  checked  by  the  normal  gastric  secre- 
tions. Having  once  passed  into  the  intestine,  however,  they  proliferate 
rapidly,  often  completely  outgrowing  the  normal  intestinal  flora.  Fatal 
cases,  at  autopsy,  show  extreme  congestion  of  the  intestinal   waUs. 


»  Ffrrster,  Hyg.  Rundschau.  1893. 

*Hir8ch,  '•  kandb.  d.  histor.-geogr.  Path.,"  1881. 
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Occasionally  ecchymosis  and  localized  necrosis  of  the  mucosa  may  be 
present  and  swelling  of  the  solitary  lymph-follicles  and  Peyer's 
patches.  Microscopically  the  cholera  spirilla  may  be  seen  to  have 
penetrated  the  mucosa  and  to  lie  within  its  deepest  layers  close 
to  the  submucosa.  The  most  marked  changes  usually  take  place 
in  the  lower  half  of  the  small  intestine.  The  intestines  are  filled 
with  the  characteristically  fluid,  slightly  bloody,  or  "rice-water" 
stools,  from  which  often  pure  cultures  of  the  cholera  vibrio  can 
be  grown.  The  microorganisms  can  be  cultivated  only  from  the 
intestines  and  their  contents,  and  the  parenchymatous  degenera- 
tions taking  place  in  other  organs  must  be  interpreted  as  being 
purely  of  toxic  origin. 

In  animals,  cholera  never  appears  as  a  spontaneous  disease.  Nikati 
and  Kietsch  ^  have  succeeded  in  producing  a  fatal  disease  in  guinea-pigs 
by  opening  the  peritoneum  and  injecting  cholera  spirilla  directly  into 
the  duodenum.  Koch'  succeeded  in  producing  a  fatal  cholera-like 
disease  in  animals  by  introducing  infected  water  into  the  stomach 
through  a  catheter  after  neutralization  of  the  gastric  juice  with  sodium 
carbonate.  At  the  same  time,  he  administered  opium  to  prevent  active 
peristalsis.  A  method  of  infection  more  closely  analogous  to  the  infec- 
tion in  man  was  followed  by  Metchnikoff,'  who  successfully  produced 
fatal  disease  in  young  suckling  rabbits  by  contaminating  the  maternal 
teat. 

Subcutaneous  inoculation  of  moderate  quantities  of  cholera  spirilla 
into  rabbits  and  guinea-pigs  rarely  produces  more  than  a  temporary 
iUncss.  Intraperitoneal  inoculation,  if  in  proper  quantities,  generally 
leads  to  death.  It  will  be  remembered  that  when  working  with  intra- 
peritoneal cholera  inoculations  the  phenomenon  of  bacteriolysis  was 
discovered  by  Pfeiflfer.* 

Different  strains  of  cholera  spirilla  vary  greatly  in  their  virulence. 
The  virulence  of  most  of  them,  however,  can  be  enhanced  by  repeated 
passages  through  animals.  Most  of  our  domestic  animals  enjoy  consid- 
erable resistance  against  cholera  infection,  though  under  experimental 
conditions  successful  inoculations  upon  dogs,  cats,  and  mice  have  been 
reported.     Doves  are  entirely  insusceptible.* 


»  Nikuti  und  Rietsch,  Deut.  med.  Woch.,  1884. 

2  Koch,  Deut.  med.  Woch.,  1885. 

3  Metchnikoff,  Ann.  d.  Tinst.  Pasteur,  1894  and  1896. 

*  Pfeiffer,  loc.  cit. 

*  Pfeiffer  uiid  Nochi,  Zeit.  f.  Hyg.,  vii,  1889. 
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Hjgienk  Oomideratioiis. — The  cholera  spirDluni  leaves  tbe  body  of 
the  infected  subject  with  the  defecations  only.  Infection  takes  pbee, 
so  far  as  we  know,  only  by  way  of  the  mouth.  From  these  two  facts  it 
follows  that  the  chief  source  of  danger  for  a  community  lies  in  infectioD 
of  its  water  supply.  As  a  matter  of  fact  the  bacteria  have  been  fre- 
quently found  in  the  wells,  lakes,  rivers,  and  harbors  of  afflicted  terri- 
tories and  in  several  cases  it  has  been  possible  to  define  the  limits  of 
an  epidemic  almost  precisely  by  the  distribution  of  the  contaminMed 
water  supply.  A  classic  example  of  this  is  that  of  the  Hambuig  epi- 
demic, during  which  Altona,  a  town  as  close  to  Hamburg  as  BrooUyn 
is  to  New  York,  with  unrestricted  interurban  traffic  but  with  separate 
water  supply,  was  almost  spared,  while  Hamburg  itself  was  imdergoing 
one  of  the  most  virulent  epidemics  of  its  history.  It  has  been  statistically 
noted,  moreover,  chiefly  by  Koch,  that  cholera  in  its  spread  not  infre- 
qu(jntly  follows  the  water  courses.  Apart  from  infection  through  the 
water  supply,  cholera  may  be  transmitted  directly  or  indirectly  by  con- 
tact with  contaminated  linen,  bedclothes,  etc.,  the  organism  being  con- 
v(;yed  to  the  mouth  by  the  fingers,  or  by  infected  food.  Epidemics  due 
to  this  mode  of  infection  alone,  however,  are  apt  to  be  more  narrowly 
localized  and  more  sporadic  in  their  manifestations.  It  is  probable  that 
this  mode  of  infection  is  of  great  importance  in  countries  where  the  disease 
is  endemic,  but  its  significance  in  producing  epidemics  is  limited  owing  to 
the  fortunately  low  resistance  of  the  spirillum  to  desiccation.  The  sudden 
ap[)(»arance  of  cholera  in  a  place  far  distant  from  the  seat  of  a  prevalent 
(»pi(l(»mic  may  be  explained  by  the  occasional  presence  of  cholera  spirilla 
in  the  dejecta  of  convalescents  as  late  as  two  or  three  weeks  after  ap- 
parent recovery  from  the  disease  and  consequent  release  from  quaran- 
tine*. 

Oholera  Toxin. — The  absence  of  the  cholera  spirilla  from  the  in- 
ternal organs  of  fatal  cases,  in  spite  of  the  severe  general  symptoms 
of  the  disease,  points  distinctly  to  the  existence  of  a  strong  poison  pro- 
duced in  the  intt^stine  by  the  microorganisms  and  absorbed  by  the 
patient.  It  was  in  this  sense,  indeed,  that  Koch  first  interpreted  the 
clinical  picture*  of  cholera.  Numerous  investigations  into  the  nature  of 
those  toxins  have  been  made,  the  earlier  ones  defective  in  that  definite 
identification  of  the  cultures  used  for  experimentation  was  not  carried 
out. 

PfeifTer,*  in  1892,  was  able  to  show  that  filtrates  of  young  bouiUon 

•  Pfeiffer,  Zeit.  f.  Hyg.,  xi,  1892. 
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cultures  of  cholera  spirilla  were  but  slightly  toxic,  whereas  the  dead 
bodies  of  carefully  killed  agar  cultures  were  fatal  to  guinea-pigs  even  in 
small  quantities.  In  consequence,  he  regarded  the  cholera  poison  as 
consisting  chiefly  of  an  endotoxin/  The  opinion  as  to  the  endotoxic 
nature  of  the  cholera  poison  is  not,  however,  shared  by  all  workers. 
Metchnikoff,  Roux,  and  Salimbeni,'  in  1896,  succeeded  in  producing 
death  in  guinea-pigs  by  introduction  into  their  peritoneal  cavities  of 
cholera  cultures  inclosed  in  celloidin  sacs.  Brau  and  Denier,'  and, 
more  recently,  Kraus,*  claim  that  they  have  succeeded  not  only  in 
demonstrating  a  soluble  toxin  in  alkaline  broth  cultures  of  cholera 
spirilla,  but  in  producing  true  antitoxins  by  immunization  with  such 
cultures.  It  appears,  therefore,  that  the  poisonous  action  of  the  cholera 
organisms  may  depend  both  upon  the  formation  of  true  secretory  toxins 
and  upon  endotoxins.  Which  of  these  is  paramount  in  the  produc- 
tion of  the  disease  can  not  be  at  present  definitely  stated.  In  favor 
of  the  great  importance  of  the  endotoxic  elements  is  the  failure, 
thus  far,  to  obtain  successful  therapeutic  results  with  supposedly 
antitoxic  sera. 

Oholera  Immnnisation. — One  attack  of  cholera  confers  protection 
against  subsequent  infection.  Active  immuilization  of  animals  may 
be  accomplished  by  inoculation  of  dead  cultures,  or  of  small  doses  of 
living  bacteria.  In  the  serum  of  immunized  animals  specific  bacterio- 
lytic and  agglutinating  substances  are  found.  The  discovery  of  bacte- 
riolytic immune  bodies,  in  fact,  was  made  by  means  of  cholera  spirilla. 
Both  the  bacteriolysins  and  the  agglutinins,  because  of  their  specificity, 
are  of  great  importance  in  making  a  bacteriological  diagnosis  of  true 
cholera  organisms. 

Protective  inoculation  of  man  has  been  variously  attempted  by 
Ferran*  and  others.  Experiments  on  a  large  scale  were  done,  more  re- 
cently, by  HaflFkine,"  who  succeeded  in  producing  an  apparently  dis- 
tinct prophylactic  immunization  by  the  subcutaneous  inoculation  of 
dead  cholera  cultures.  Similar  immunization  with  bacterial  filtrates 
has  been  attempted  by  Bertarelli.' 


Pfeiffer  iind  Wasaermanriy  Zeit.  f.  Hyg.,  xiv,  1893. 

Metchnikoff,  Roux  et  Salimbeni,  Ann.  de  Tinst.  Pasteur,  1896. 

Brau  et  Denier,  Comptes  rend,  de  I'acad.  des  sci.,  1906. 

R.  Kraus,  Cent.  f.  Bakt.,  1906. 

Ferran,  Comptes  rend,  de  Tacad.  des  sciences,  1886. 

Haffkine,  BuU.  m6d.,  1892. 

Bertarelli,  Deut.  med.  Woch.,  33,  1904. 
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OHOLERA-LIKE   SPIRILLA 


The  biological  group  of  the  vibriones,  to  which  the  cholera  spirillum 
belongs,  is  a  large  one,  numbering  probably  over  a  hundred  separate 
species.  Most  of  these  are  of  bacteriological  importance  chiefly  becauw 
of  the  difficulties  which  they  add  to  the  task  of  differentiation,  for  while 
some  of  them  simply  bear  a  morphological  resemblance  to  the  true 
cholera  vibrio,  others  can  be  distinguished  only  by  their  serum  reac- 
tions and  pathogenicity  for  various  animals.  Additional  difficulty, 
too,  is  contributed  by  the  fact  that  within  the  group  of  true  cholera 
organisms  occasional  variations  in  agglutinability  and  bacteriohtic 
reactions  may  exist.  Certain  strains,  too,  the  six  El  Tor  culturw 
isolated  by  Gottschlich,  while  in  every  respect  similar  to  true  cholera 
spirilla,  are  considered  as  a  separate  sub-species  by  Kraus,*  becausse  of 
their  ability  to  produce  hemolytic  substances,  a  function  lacking  in 
other  cholera  strains. 

Spirillum  Metchnikovi. — ^This  spirillum  was  discovered  by  Gamaleia ' 
in  the  feces  and  blood  of  domestic  fowl,  in  which  it  had  caused  an  in- 
testinal disease.  Morphologically  and  in  staining  reactions  it  is  identical 
with  Spirillum  cholerae  asiaticsB.  It  possesses  a  single  polar  flagelluni. 
and  is  actively  motile.  Culturally  it  is  identical  with  Vibrio  cholerae 
except  for  slightly  more  luxuriant  growth  and  more  rapid  fluidificatioo 
of  gelatin.     It  gives  the  cholera-red  reaction  in  pepton  media. 

It  is  differentiated  from  the  cholera  vibrio  by  its  power  to  produro 
a  rapidly  fatal  septicemia  in  pigeons  after  subcutaneous  inoculation  of 
minute  quantities.'  It  is  much  more  pathogenic  for  guinea-pigs  than 
the  cholera  vibrio.  It  is  not  subject  to  lysis  or  agglutinated  by  cholera 
immune  sera. 

Spirillum  Massaua. — ^This  organism  was  isolated  at  Massaua  b} 
Pasquale  *  in  1891  from  the  feces  of  a  clinically  doubtful  case  of  cholera 
Culturally  and  morphologically  it  is  much  like  the  true  cholera  vibria 
but  in  pathogenicity  is  closer  to  Spirillum  Metchnikovi,  in  that  small 
quantities  produce  septicemia  in  birds.  It  possesses  four  flagelb. 
It  does  not  give  a  specific  serum  reaction  with  cholera  immuii*= 
serum. 


>  Kravs,  Kraiis  und  Levaditi,  "Handbuch,"  vol.  i,  p.  186. 

2  Gamfileia,  Ann.  de  I'inst.  Pasteur,  1883. 

"  Pfeiffer  und  Nocht,  Zeit.  f.  Hyg.,  vii,  1889. 

*  Pasquak,  Giom.  med.  de  r.  eserc.  ed.  R.  Marina,  Roma,  1891 
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Spirillum  of  Finkler-Prior.^ — Isolated  by  Finkler  and  Prior  from  the 
feces  of  a  case  of  cholera  nostras.  Morphologically  it  is  like  the  true 
cholera  spirillum,  though  slightly  larger  and  less  uniformly  curved. 
Culturally  it  is  much  like  the  cholera  vibrio,  but  grows  more  rapidly 
and  thickly  upon  the  usual  media.  It  does  not  give  the  cholera-red 
reaction,  nor  does  it  give  specific  serum  reactions  with  cholera  im- 
mune serum. 

Spirillum  Deneke.^ — A  vibrio  isolated  by  Deneke  from  butter.  Much 
like  that  of  Finkler-Prior.     It  does  not  give  the  cholera-red  reaction. 


»  Finkler  unci  Prior,  Erg&nz.  Hefte,  Cent.  f.  allg.  ges.  Phys.,  1884. 
2  Deneke,  Deut.  med.  Woch.,  iii,  1885. 


CHAPTER    XLin 
DISEASES   CAUSED   BY    SPIROCH^fiTES 

The  microorganisms  known  as  spirochsBtes  are  slender,  undulating. 
corkscrew-like  threads  which  show  definite  variations  both  stnicturallv 

• 

and  culturally  from  the  bacteria  as  a  class.     Most  important  among 
them   are  the   spirochsete  of   relapsing  fever,  Spiroehsete    pallida  of 
syphilis,  the  spirillum    of    Vincent,  Spirochete  refringens,   Spirilluin 
gallinarum,    a    microorganism    whicli    causes    disease    in    chickens, 
Spirochsete  anserina,  which  causes  a  similar  condition  in  geese,  and 
several   species  which  have  been  found  as  parasites,  both  in  AnimAb 
and  in  man,  without  having  definite  etiological  connection  with  disease. 
The  classification  of  these  various  species  in  one  group  is  rather  more 
a  matter  of  convenience  than  one  of  scientific  accuracy,  since  our  knowl- 
edge of  them  is  not  far  advanced,  and  our  inability  to  cultivate  almost 
all  of  them  has  not  permitted  their  detailed  biological  study.     Fonn^j 
many  of  these  organisms  were  regarded  as  bacteria  belonging  to  the  gen- 
eral group  of  the  spirilla.     Recently  Schaudinn,*  the  discoverer  of  the 
syphilis  spirochaDte,has  claimed,  upon  the  basis  of  a  careful  morphologicai 
study,  that  many  of  these  forms  arc  actually  protozoa.     He  based  this 
claim  upon  the  observation  that  stained  preparations  often  showed  undu- 
lating membranes  extending  along  the  long  axis  of  the  microorganism? 
and  that  definite  nuclear  structures  were  demonstrable.     This  obsen'cf 
also  claimed  that  many  of  the  spiral  forms  reproduce  by  cleavage  along 
the  longitudinal  axis.     Other  observers  have  not  agreed  with  this  view. 
Lavcran,^  Novy  and  Knapp,^  and  others  asserting  that  their  own  obser- 
vations indicate  a  close  relationship  of  these  microorganisms  to  the  true 
bacteria.     Whatever  the  final  conclusion  may  be,  the  question  is  morp 
or  less  an  academic  one,  in  that  our  ideas  as  to  the  exact  line  of  divisioii 
between  the  unioc^llular  animals  and  the  unicellular  plants  is  not  by  anjr 
means  founded  upon  a  sound  basis.     In  common  with  the  bacteria,  most 


>  Schaiuiinn,  Arb.  a.  d.  kais.  Gesundheitsamt,  1904. 

>  Laveran,  Comptos  rend,  do  Tacad.  des  sci.,  1902  and  1903. 
3  Novy  and  Knapp,  Jour,  of  Infec.  Dis.,  3,  1906. 

582 


DISEASES  CAUSED  BY  SPIROCHiETES  583 

of  those  microorganisms  have  the  power  of  multiplication  by  transverse 
fission.     They  possess  flagella  and,  in  the  case  of  some  of  them  at  least, 
definite  immune  bodies  can  be  demonstrated  in  the  serum  of  infected 
subjects  similar  to  those  produced  by  bacteria  during  infection.     The 
undulating  membranes  and  the  definite  differentiation  between  nucleus 
and  cytoplasm  claimed  for  them  by  some  observers  have  not  been  uni- 
formly confirmed,  and  their  similarity  to  the   trypanosomes  has  not 
therefore  been  established.    On  the  other  hand,  none  of  these  micro- 
organisms has  so  far  been  successfully  cultivated  upon  artificial  media, 
.   with  the  exception  of  the  spirilla  which  occur  in  Vincent's  angina.     For 
some  of  the  diseases  caused  by  this  class  of  parasites,  moreover,  trans- 
«  mission  by  an  intermediate  host,  in  which  the  spirilla  undergo  multipli- 
_.     cation,  has  been  definitely  shown,  a  fact  which  corresponds  with  the 
.     conditions  observed  in  many  protozoan  infections.    Upon  a  careful  re- 
_     view  of  these  various  data,  it  seems  to  be  fully  justified,  on  the  basis 
.   of  our  present  knowledge,  to  group  these  microorganisms,  as  Kolle  and 
.    Hetsch  ^  have  done,  in  a  class  intermediate  between  bacteria  and 
_    protozoa. 

The  terms  spirochsete  and  spirillum  have  been  indiscriminately  used. 
In  the  original  classification  of  Migula  the  difference  between  the  two 
groups  was  based  upon  the  rigidity  of  the  cell  body  in  the  case  of  the 
spirilla  and  the  sinuous  or  flexible  nature  of  the  cell  in  the  case  of  the 
spirochaetae.  Although  the  term  spirillum  is  still  colloquially  used  for 
some  members  of  this  group,  merely  because  of  past  usage,  it  would  be 
better  to  speak  of  all  the  microorganisms  here  grouped  together  by  the 
term  "spirochaetae." 


8TPHILI8  AND  SPISOOHJRE  PALLIDA 

The  peculiar  manifestations  of  syphilis,  its  mode  of  transmission, 
and  the  fact  that  its  primary  lesion  was  always  located  at  the  point 
of  contact  with  a  preceding  case,  have  always  stamped  it  as  unques- 
tionably infectious  in  nature.  Until  very  recently  the  microorgan- 
ism which  gives  rise  to  syphilis  was  unknown.  Many  bacteriologists 
had  attacked  the  problem  and  many  microorganisms  for  which  defi- 
nite etiological  importance  was  claimed  had  been  described.  Most  of 
these  announcements,  however,  aroused  little  more  than  a  sensational 
interest  and  received  no  satisfactory  confirmation.    A  bacillus  described 

»  KoUe  und  Hetsch,  ''Die  experimentelle  Bakt./'  Berlin,  1906. 
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by  Lustgarten  *  in  1884  seemed,  for  a  time,  to  have  acini 
mystery.  The  Lustgarteo  bacillus  was  an  acid-fast  organism  voya 
lar  to  BacilluH  tuberculosis,  auil  found  by  its  discoverer  in  a  laigenu 
ber  of  sj-philitic  lesions.  The  observation,  at  first,  aroused  much  intw 
and  received  somp  confirmation.     Later  extensive  inveatigatiiHis,  h 


Fi<3.  129. — Spiroch.bte    pallida.    Smear  prep&ration    from  chtuacre  stun 
by  the  india-ink  method. 

ever,  failed  to  uphold  the  etiological  relationship  of  this  bacillus  to 

disease  and  practically  identified  it  with  the  smegma  bacillus,  so  of 

a  saprophyte  upon  the  mucous  membranes  of  the  normal  genitals. 

In  1905,  Schaudinn.*  a  Cicrman  zoologist,  working  in  collaborat 

'  LuMgarlen.  Wien.  med.  Woch.,  xxxiv,  1884. 

■  Sehauilinn  und  Hoffmann,  Arb.  a.  d.  kni».  Gesundheitaomt,  22, 1905. 
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with  Hoffmann,  investigated  a  number  of  primary  syphilitic  indurations 
and  secondarily  enlarged  lymph  nodes,  and  in  both  lesions  discovered  a 
spirochaete  similar  to,  but  easily  distinguished  from,  the  spirochsetse 
already  known.  He  failed  to  find  similar  microorganisms  in  uninfected 
human  beings. 

The  microorganism  described  by  him  as  "Spirochsete  pallida"  is  an 
extremely  delicate  undulating  filament  measuring  from  four  to  ten  micra 
in  length,  with  an  average  of  seven  micra,  and  varying  in  thickness  from 
an  immeasurable  delicacy  to  about  0.5  of  a  micron.  It  is  thus  distinctly 
smaller  and  more  delicate  than  the  spirochsete  of  relasping  fever.  Ex- 
amined in  fresh  preparations  it  is  distinctly  motile,  its  movements  con- 
sisting in  a  rotation  about  the  long  axis,  gliding  movements  backward 
and  forward,  and,  occasionally,  a  bending  of  the  whole  body.  Its  con- 
volutions, as  counted  by  Schaudinn,  vary  from  3  to  12  and  differ  from 
those  observed  in  many  other  spirochsetse  by  being  extremely  steep,  or, 
in  other  words,  by  forming  acute,  rather  than  obtuse,  angles.  The  ends 
of  the  microorganism  are  delicately  tapering  and  come  to  a  point.  In 
his  first  investigations,  Schaudinn  was  unable  to  discover  flagella  and 
believed  that  he  saw  a  marginal  undulating  membrane  similar  to  that 
noticed  in  the  trypanosomes.  Later  observations  by  this  observer,  as 
well  as  by  others,  revealed  a  delicate  flagellum  at  each  end,  but  left  the 
existence  of  an  undulating  membrane  in  doubt.  Uncertain,  in  his  later 
investigations,  whether  the  microorganisms  described  by  him  could 
scientifically  be  classified  with  the  spirochsetse  proper,  Schaudinn  sug- 
gested the  name  of  "Treponema  pallidum." 

In  the  same  preparations  in  which  Spirochsete  pallida  was  first 
se(^n,  other  spirochsetfiB  were  present,  which  were  easily  distinguished 
from  the  former  by  their  coarser  contours,  their  flatter  and  fewer  undula- 
tions, their  more  highly  refractile  cell  bodies,  and,  in  stained  prepara- 
tions, their  deeper  color.  These  microorganisms  were  not  found 
repilarly,  and  were  interpreted  merely  as  fortuitous  and  unimportant 
companions.  To  them  Schaudinn  gave  the  name  of  "Spirochcete  re- 
fringensy 

The  epoch-making  discovery  of  Schaudinn  and  Hoffmann  was  soon 
confinned  by  many  observers,  and  the  etiological  relationship  of  Spiro- 
chsete pallida  to  syphilis  may  now  be  regarded  as  an  accepted  fact. 
Although  our  inability  to  cultivate  the  microorganism  has  made  it 
impossible  to  carry  out  Koch's  postulates,  nevertheless  indirect  evi- 
dence of  such  a  convincing  nature  hAS  accumulated  that  no  reasonable 
doubt  as  to  its  causative  importance  can  be  retained.    The  spirochsetse 


586 


PATHOGENIC  MICROORGANISMS 


have  been  found  constantly  present  in  the  primary  and  secondiry 
lesions  of  all  carefully  investigated  cases,  and,  so  far,  have  invariably 
been  absent  in  subjects  not  afflicted  with  syphilis. 

Schaudinn  himself,  not  long  after  his  original  communication,  was 
able  to  report  seventy  cases  of  primary  and  secondary  syphilis  in  whieh 
these  microorganisms  were  found.  Spitzer*  found  them  constantly 
present  in  a  large  number  of  similar  cases.  Sobemheim  and  Tomas- 
czewski  *  found  the  spirochaptes  in  fifty  cases  of  primary  and  secondary 
syphilis,  but  failed  to  find  them  in  eight  tertiary  cases.  Mulzer,'  who 
found  the  microorganisms  invariably  in  twenty  cases  of  clinical  syphilis, 
failed  to  find  them  in  fifty-six  carefully  investigated  non-syphilitic  sub- 
jects. The  voluminous  confirmatory  literature  which  has  accumulated 
upon  the  subject  can  not  here  be  reviewed.  The  presence  of  these 
spirochaetse  in  the  blood  at  certain  stages  of  the  disease  has  been  demon- 
strated by  Bandi  and  Simonelli  *  who  found  them  in  the  blood  taken 
from  the  roseola  spots,  and  by  Levaditi  and  Petresco  '  who  found  them 
in  the  fluid  of  blistei-s  produced  upon  the  skin. 

In  tertiary  lesions  the  spirochajtse  have  been  found  less  r€^;ulariy 
than  in  the  primar}^  and  secondary  lesions,  but  positive  evidence  of  their 
presence  has  been  brought  by  Tomasczewski,"  Ewing,^  and  others  who 
succeeded  in  demonstrating  them  in  gummata. 

In  congenital  syphilis,  many  observers  have  found  Spirochete 
pallida  in  the  lungs,  liver,  spleen,  pancreas,  and  kidneys,  and,  in  isolated 
cases,  in  the  heart  muscle.  The  organisms  were  always  present  in  large 
numbers  and  practically  in  pure  culture.  These  results  more  than  any 
others  seem  to  furnish  positive  proof  of  the  etiological  relationship  be- 
tween the  spirocha^te  and  th(^  disease. 

Demonstration  of  Spirochsete  pallida. — In  the  living  state  the 
spiro(*hajtes  have  been  observed  in  the  hanging  drop  or  under  a  cover- 
slip  rimmed  with  vaseline.  It  is  extremely  important,  in  preparing  such 
specimens  from  primary  lesions  or  from  lymph  glands,  to  obtain  the 
material  from  the  deeper  tissues,  and  thus  as  uncontaminated  as 
possible  by  the  secondary   infecting   agents  present  upon    the    surface 


»  Spitzer,  Wien.  klin.  Woch.,  1905. 

*  Sobernheim  und  Tomasczewski,  Milnch.  med.  Woch.,  1905. 

»  Mulzer,  Berl.  klin.  Woch.,  1905.  and  Archiv  f.  Dermat.  u.  Syph.,  79,  1906. 

*  Bandi  und  Simonelli,  Cent.  f.  Bakt.,  40, 1905. 

•  Leixiditi  and  Petresco ,  Pre8.se  m^d.,  1905. 

•  Tomasczewski,  Miinch.  med.  Woch.,  1906. 

»  Ewing,  Proc.  N.  Y.  Path.  Soc,  N.  S.,  5.  1905. 
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of  an  ulcer,  and  also  as  free  from  blood  as  possible.  An  ordinary  micro- 
scope and  condenser  may  be  used,  provided  that  the  light  is  cut  down 
considerably  by  means  of  the  iris  diaphragm.  This  method  is,  how- 
ever, difficult  and  uncertain.  It  is  better  to  employ  a  special  device, 
known  as  a  "  condenser  for  dark-field  illumination  "  (Dunkel-Kammer- 
Beleuchtung).  This  apparatus  is  screwed  into  the  place  of  the  Abbe 
condenser.  The  preparation  is  made  upon  a  slide  and  covered  with  a 
cover-slip  as  usual.  A  drop  of  oil  is  then  placed  upon  the  upper  sur- 
face of  the  dark  chamber  and  the  slide  laid  upon  it  so  that  an  even 
layer  of  oil,  without  air-bubbles,  intervenes  between  the  top  of  the  dark 
chamber  and  the  bottom  of  the  slide.  The  preparation  is  then  best 
examined  with  a  high-power  dry  lens.  An  arc  light  furnishes  the  most 
favorable  illumination.  In  such  preparations  the  highly  refractive  cell- 
bodies  stand  out  against  the  black  background,  and  the  motility  of  the 
organisms  may  be  observed.* 

Examination  in  Smears. — ^The  Spirochete  pallida  can  not  be 
stained  with  the  weaker  anilin  dyes,  and  even  more  powerful  dyes,  such 
as  carbol-fuchsin  and  gentian-violet,  give  but  a  pale  and  unsatisfactory 
preparation.  The  staining  method  most  commonly  used  is  the  one 
originally  recommended  by  Schaudinn  and  Hoffmann.  This  depends 
upon  the  use  of  Giemsa's  azur-eosin  stain  employed  in  various  modi- 
fications. The  most  satisfactory  method  of  applying  this  solution  is 
as  follows: 

Make  smears  upon  slides  or  cover-slips,  if  possible  from  the  depth  of 
the  lesions,  as  free  as  possible  from  blood. 

Fix  in  methyl  alcohol  for  ten  to  twenty  minutes  and  dry. 

Cover  the  preparation  with  a  solution  freshly  prepared  as  follows: 

Distilled  water  10  c.c. 

Potassium  carbonate  1  : 1,CXX) &-10  gtt. 

Add  to  this: 

Giemsa's  solution  {FUr  Romanowaki  Fdrbung) 10-12  gtt. 

This  staining  fluid  is  left  on  for  one  to  four  hours,  preferably  in  a 
moist  chamber. 

Wash  in  running  water. 

Blot. 

By  this  method  Spirochsete  pallida  is  stained  characteristically 
with  a  violet  or  reddish  tinge. 

^  For  a  critical  summary  of  the  various  methods  of  dark-field  illumination,  the 
reader  is  referred  to  an  article  by  Siedentopf,  Zeit.  f.  wias.  Mikrosc.,  xxv.,  1908. 
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A  rapid  and  convenient  method  for  staining  such  smears  consists  in 
the  use  of  azur  1  and  eosin  in  aqueous  solutions  as  recommended  by 
Wood  (see  section  on  Staining,  page  109).  The  smears  are  fixed  in 
methyl  alcohol  as  before  and  are  then  flooded  with  the  azur  I  solution. 
The  eosin  solution  is  then  dropped  on  the  preparation  until  an  iridescent 
pellicle  begins  to  form.  Satisfactory  preparations  may  be  obtained  by 
this  method  after  ten  or  fifteen  minutes  of  staining. 

Goldhorn  *  has  prepared  a  stain  which  gives  excellent  results  and  is 
extremely  rapid.  He  describes  the  preparation  of  his  staining  fluid  as 
follows : 

One  gram  of  lithium  carbonate  is  dissolved  in  200  c.c.  of  water. 
To  this  are  added  2  grams  of  methylene-blue  and  the  mixture  is  eaiv- 
fully  heated,  filtered,  and  divided  into  two  equal  parts.  To  one  of 
these  parts  is  added  5  per  cent  acetic  acid  until  acid  to  litmus.  The 
two  parts  are  then  mixed,  and  a  weak  solution  of  eosin  is  added 
until  a  pale  blue  color  is  obtained.  The  fluid  is  then  allowed  to  stand 
for  a  day  and  the  precipitate  which  is  fonned  is  filtered  off  and  al- 
lowed to  dry  without  heat.  One  gram  of  this  precipitate  is  dissolved 
in  100  c.c.  of  methyl  alcohol.  This  stain  is  applied  for  five  minutes  or 
longer  after  methyl-alcohol  fixation.  Excellent  results  are  usually 
obtained  with  this  stain,  but  variations  due  to  the  difficulty  of  manu- 
facturing it  make  it  less  reliable  than  the  two  methods  previously 
mentioned. 

Recently  a  rapid  and  extremely  simple  and  reliable  method  for  the 
demonstration  of  Spirochajtc  pallida  in  smears,  by  the  use  of  India  ink, 
has  been  described. 

Smears  are  prepared  in  the  following  way:  A  drop  of  the  fluid 
squeezed  out  of  the?  syphilitic  l(»sion,  as  free  as  possible  from  blood  cells, 
is  mixed,  on  a  slide,  with  a  drop  of  India  ink  (best  variety  is  "  Chin  chin  " 
(Umther-Wagner  Liquid  Pearl  ink) ,  and  the  mixture  smeared  with  the 
edge  of  another  slide  as  in  making  blood  smears.  When  the  smear  dries, 
which  takes  about  a  minute*,  it  may  be  immediately  examined  with  an 
oil-immersion  lens.  The  organisms  are  seen  unstained  on  a  black  back- 
ground.   (See  Fig.  129,  p.  584.) 

Demonstration  of  SpiKorHi*n\«  in  Tissues. — Ordinary  his- 
tological staining  methods  do  not  reveal  the  spirochetes  in  tissue 
sections.  It  is  customar>%  therefore,  to  employ  some  mo<lification  of 
Cajal's  silver  impregnation.    The  technique  most  commonly  employed 

1  GoUhom,  Proc.  N.  Y.  Path.  Soc.,  N.  S.,  5, 1905. 
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is  that  known  as  LevaditVs  method,^  which  is  carried  out  as  fol- 
lows: 

The  fresh  tissue  is  cut  into  small  pieces  which  should  not  be  thicker 
than  2  to  4  millimeters. 

Fix  in  ten-per-cent  formalin  (four  per  cent  formaldehyde)  for 
twenty-four  hours. 

Wash  in  water. 

Dehydrate  in  96-per-cent  alcohol  twenty-four  hours. 

Wash  in  water. 

Place  in  a  3-per-cent  silver-nitrate  solution  at  incubator  temperature 
(37.5°  C.)  and  in  the  dark  for  three  to  five  days. 

Wash  in  water  for  a  short  time. 

Place  in  the  following  solution  (freshly  prepared) : 

Pyrogallic  acid 2-4  grams. 

Formalin 6  c.c. 

Distilled  water 100   *' 

Leave  in  this  for  twenty-four  to  forty-eight  hours  at  room  tem- 
perature. 

Wash  in  water. 

Dehydrate  in  graded  alcohols. 

Embed  in  paraffin  and  cut  thin  sections. 

The  sections  may  be  examined  without  further  staining,  or,  if  de- 
sired, may  be  weakly  counterstained  with  Giemsa's  solution  or  hema- 
toxylin. 

A  modification  of  this  method  which  has  been  much  recommended  is 
that  of  Levaditi  and  Manouelian?  The  directions  given  by  these 
authora  are  as  follows: 

Fix  in  formalin  as  in  previous  method. 

Dehydrate  in  96-per-cent  alcohol  twelve  to  twenty-four  hours. 

Wash  in  distilled  water. 

Place  in  a  1-per-cent  silver-nitrate  solution  to  which  10  per  cent  of 
pyridin  has  been  added  just  before  use. 

I^eave  in  this  solution  for  two  to  three  hours  at  room  temperature 
and  from  four  to  six  hours  at  50**  C.  approximately. 

Wash  rapidly  in  10-per-cent  pyridin. 

Place  in  a  solution  containing  4  per  cent  of  pyrogallic  acid  to  which  10 
per  cent  of  C.  P.  acetone,  and  15  per  cent  (per  volume)  of  pyridin 

*  Levaditi,  Comptes  rend,  de  la  soc  de  biol.,  59,  1905. 

3  Levaditi  and  Manouelian ,  Comptes  rend,  de  la  soc.  de  biol.,  60,  1906. 
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have  been  added  just  before  use.  Leave  in  this  solution  two  t 
three  hours. 

Wash  in  water,  dehydrate  in  graded  alcohob,  and  embed  in  panffi 
by  the  usual  technique. 

Examined  after  trciitmcnt  by  either  of  these  methods,  the  ^in 
chtEtBi  appear  aa  black,  untransparent  bodies  lying  chiefly  extracellL 
larly.   They  are  characteristically  massed  about  the  blood- vessels  of  th 


— Spinoai.BTE  PALLIDA.     Spleen,  eongenita)  qrphilia. 
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organs  and  only  exceptionally  seem  to  penetrate  into  the  interior  0 
the  parenchyma  cella. 

Attempts  at  cultivating  Spirochcctc  pallida  have  not  so  far  mcl 
with  succeia.  Rceently  Schcirs(^howaky '  has  reported  that  he  ha.- 
succeeded  in  obtaining  nuihipliration  of  the  organisms  on  artificial 
media  as  follows:  Sterile  horse  scrum  in  centrifuge  tubes  was  coagu- 
lated at  G0°  ('.  until  it  asHunicil  a  jelly-like  consistency.  It  was  then 
placed  in  the  incubator  at  37.5°  C.  for  three  days  before  being  usi^. 
The  culturca  were  planted  by  pnippins  off  a  small  piece  of  tissue  from  a 
syphUitic  lesion,  dropping  it  into  such  a  tube,  and  causing  it  to  sink  to 
the  bottom  by  means  of  ccntrifugaliitation.  The  tube  was  then  tightly 
*  Schcretchcwtky,  Ucut.  mcd,  Wocli.,  N.  S.,  xix  and  xxix,  1909. 
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stoppered  with  a  cork.  In  such  anaerobic  serum  cultures  Sehereechew- 
sky  claims  to  have  grown  the  organisms  for  several  generations,  though 
not  in  pure  culture. 

Anim&I  Pathogenicity. — Until  very  recently,  all  experimental  inocu- 
lation of  animals  was  unaucceaaful.     During  the  year  1!K)3  MetchnikofT 
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PALUDA.  Liver,  oongenital    Byphilia. 
(Levaditi  method.) 

and  Roux '  finally  succeeded  in  transmitting  the  disease  to  monkeys. 
The  monkey  first  used  by  these  observers  was  a  female  chimpanzee. 
At  the  point  of  inoculation,  the  clitoris,  there  appeared,  twenty-six  days 
after  inoculation,  a  typical  in[Iurate<l  chancre,  which  was  soon  followed 
by  swelling  of  the  inguinal  glands.     Fifty-six  ciays  after  the  inoculation 


>  MeUhnihoff  and  Roux.  Ann.  de  I'iiut.  Pasteur,  1903.  1904,  uid  1006. 
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there  appeared  a  typical  secondary  eruption,  together  with  swelling  of 
the  spleen  and  of  the  lymph  nodes.  Similar  succesdf  ul  experiments  were 
made  soon  after  this  by  Lassar/  Soon  after  the  experiments  of  Hetch- 
nikoff  and  Roux,  successful  inoculations  upon  lower  monkeys  (maca- 
eus)  were  carried  out  by  Xicolle.'  Since  that  time,  it  has  been  found 
by  various  observers  that  almost  all  species  of  monkeys  are  susceptible. 
Simple  subcutaneous  injection  is  not  sufficient  to  produce  a  lesion. 
The  technique,  which  has  given  the  most  satisfactory  results,  consists 
in  the  cutaneous  implantation  of  small  quantities  of  syphilitic  tia»i« 
obtained  by  excision  or  curetting  of  primary  and  secondary  lesions.  A 
small  pocket  is  made  under  the  mucous  membrane  of  the  genitab  or  of 
the  eyebrows  and  the  tissue  placed  in  this  under  aseptic  precaution.^. 
The  inoculation  may  be  made  directly  from  the  human  being,  but  can 
also  be  successfully  carried  out  from  monkey  to  monkey  for  many 
generations.  Attempts  at  transmission  from  tertiary  lesions  have  so  far 
been  unsuccessful.  The  spirochaetas  can  be  demonstrated  both  in  the 
primary  lesions  of  the  inoculated  animal  and  in  the  secondarily  enlarged 
glands.  The  successful  inoculation  of  rabbits  with  syphilis  has  been 
recently  performed  by  Bcrtarelli.'  He  obtained  ulcerative  lesions  by 
inoculation  upon  the  cornea  and  into  the  anterior  chamber  of  the  eye 
and  was  able  to  prove  the  syphilitic  nature  of  these  lesions  by  finding 
the  spirochoitic  within  the  tissue.  In  these  animals  as  well  as  in  the 
lower  monkeys,  the  disease  usually  remains  localized. 

Immunization  in  Syphilis. — It  is  a  well-known  fact  observed  by 
clinicians  that  one  attack  of  syphilis  usually  protects  the  infected  in- 
dividual at  least  from  the  development  of  another  chancrous  lesion. 
That  this  immunity  develops  quite  rapidly  was  shown  by  Metchnikoff 
and  Roux,  who  found  that  reinfection  of  a  monkey  was  possible  if 
attempted  within  two  weeks  of  the  first  inoculation,  but  was  unsuccess- 
ful if  delayed  beyond  this  period. 

On  the  basis  of  this  knowledge  as  to  the  actual  development  of  an 
immunity,  Metchnikoff,*  Finger  and  Landsteiner,"  and  others  ha\'c 
made  extensive  attempts  to  devise  some  method  of  active  immunization. 
Working  along  the  line  of  Pasteur's  original  attenuation  of  virus,  these 
observers  attempted  to  attenuate  the  syi)hilitic  virus  by  repeated  pas- 


>  Lasmr,  Berl.  klin.  Woch..  xl,  lOO.'i. 
'  Nicolle,  Ann.  de  Tinst.  Pasteur.  1903. 
»  BertarcUi,  Cent.  f.  Bakt.,  xli,  1906. 

*  Metchnikoff,  Arch.  g^n.  de  m6d.,  1905. 

*  Finger  und  Landateiner,  Sitzungsber.  d.  Wien.  Akad.  d.  Wise.,  1905» 
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sage  through  monkeys.  These  experiments  were  entirely  without  suc- 
cess, the  last-mentioned  observers  finding  absolutely  no  attenuation 
after  twelve  generations  of  monkey  inoculation. 

Attempts  at  passive  immunization  have  been  entirely  without 
success. 

The  experiments  of  Wassermann  *  and  others,  made  upon  the  serum 
of  syphilitic  patients,  have  shown  apparently  that  the  blood  of 
inflected  subjects  contains  an  immune  body  comparable  to  the  anti- 
bodies found  in  the  serum  of  animals  and  man  infected  with  various 
bacteria.  The  antibodies  were  demonstrated  by  them  by  a  modification 
of  the  Bordet-Gengou  method  of  complement  fixation,  now  spoken 
of  as  the  Wassermann  test.  The  technique  and  critical  review  of  this 
test  have  been  discussed  in  another  place.     (See  page  262.) 

The  fact  that  the  syphiltic  virus  docs  not  pass  through  a  filter  has 
b(»en  demonstrated  by  Klingmiiller  and  Baermann,'  who  inoculated 
themselves  with  filtrates  from  syphilitic  material. 


THE   SPIROOHJBTJB  OF  RELAP8IN0  FEVER 

The  microorganisms  causing  relapsing  fever  were  first  observed  in 
1S73,  by  Obemieier,'  who  demonstrated  them  in  the  blood  of  patients 
suffering  from  this  distinct  type  of  fever.  Since  his  time  extensive 
studies  by  many  other  observers  have  proven  beyond  question  the 
etiological  connection  between  the  disease  and  the  organisms. 

Morphology  and  Staining. — The  spirochsBte  of  Obermeier  is  a  delicate 
spiral  thread  measuring  from  7  to  9  micra  in  length  (Novy),  and  about 
1  micron  in  thickness.  While  this  is  its  average  size,  it  may,  according 
to  some  observers,  be  considerably  longer  than  this,  its  undulations 
varying  from  4  to  10  or  more  in  number.  Compared  with  the  red  blood 
cells  among  which  they  are  seen,  the  microorganisms  may  vary  from 
one-half  to  9  or  10  times  the  diameter  of  a  corpuscle.  In  fresh  prepara- 
tions of  the  blood,  very  active  corkscrew-like  motility  and  definite  lateral 
oscillation  are  observed.  In  stained  preparations  no  definite  cellular 
structure  can  be  made  out,  the  cell  body  appearing  homogeneous,  except 
in  degenerat<?(l  individuals,  in  which  irregular  granulation  or  beading 
has  been  observed.     Flagella  have  been  described  by  various  observers. 

»  Wassermann,  Neisser,  Brack,  und  Schucht,  Zeit.  f.  Hyg.,  Iv,  1906. 
»  Klingmiiller  und  Baermann,  Deut.  med.  Woch.,  1904. 
*  Obermeier,  Cent.  f.  d.  med.  Wiss.,  11,  1873. 
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Novy  and  Knapp  '  believe  that  the  oi^aniams  possese  only  one  t«nimul 
flagellum.  Zettnow,'  on  the  other  hand,  claims  to  have  demonstnted 
lateral  flagclla  by  special  methods  of  staining.  Norria,  Pappenheimn, 
and  Ploumoy,'  in  smears  stained  by  polychrome  methods,  have  deecnbcd 
long,  filamentous  tapering  ends  which  they  interpreted   as  bipdir. 


Fia.  132. — SPIROCH.STE  of  Relu-sinq  Fever.    (After  Norris,  P^>penbeiiner, 
anU  Fioumoy.) 

terminal  flagclla,  never  observ'ing  more  than  one  at  each  end.     Spores 
arc  not  found. 

Oaltivation. — Innumerable  attempts  to  induce  these  microorganiams 
to  multiply  upon  artificial  media  have  been  made.  Novy  and  Kna[9 
succeeded  in  keeping  the  microorganisms  alive  and  virulent  m  the 
original  blood  for  as  long  as  forty  days,  and  call  attention  to  the  fact 
that  the  length  of  time  for  which  they  may  be  kept  alive  depends  to  » 

'  .Voi^  and  Knapp,  Jour,  of  Infec.  Dis,,  3,  1906, 

■  Zdtnow,  Deut.  m«l.  Woch.,  32,  1906. 

■  NoTTi»,  Pappenhcimer,  and  FUnimoy,  Jour,  of  Inf.  Dia.,  3,  1906. 
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great  extent  upon  the  stage  of  fever  at  which  the  blood  is  removed  from 
the  patient.  They  do  not,  however,  believe  that  extensive  multiplica- 
tion, or,  in  other  wonis,  actual  cultivation,  had  taken  place  in  their 
experiments.  Norris,  Pappenheimer,  and  Floumoy,  on  the  other  hand, 
have  obtained  poaitivc  evidence  of  multiplication  of  the  spirochtetie  in 
fluid  media.  They  obtained  their  cultures  by  inoculating  a  few  drops 
of  spiroehctal  rat  blood  into  3  to  5  c.c.  of  cJtrated  human  or  rat  blood. 
Smears  made  from  these  tubes,  after  preservation  for  twenty-four  hours 
at  room  temperature,  showed  the  microorganisms  in  greater  number 
than  in  the  original  infected  blood,    A  similar  multiplication  could  be 


Pig.  133. — Spiroch.ete  op  Relafsins  Fever.     Citrated  norma]  rat  blood. 
(After   Norris,  Psppenheimer,  and    Flournoy.) 

observed  in  transfers  made  from  these  "first-generation"  tubes  to  other 
tnlies  of  citrated  blood.  Attempts  at  cultivation  for  a  third  generation, 
however,  failed. 

Patho(^nicit7. — Inoculation  with  blood  containing  these  spirochiets 
produces  disease  in  monkeys,  rats,  and  mice.  Attempts  to  transmit 
the  disease  experimentally  to  dogs,  rabbits,  and  guinca-piga  have  bo 
far  Ix'en  unsuccessful.  The  subcutaneous  inoculation  of  monkeys  is 
foUoweil  after  from  two  to  four  days  by  a  rise  of  temperature  which 
occurs  abruptly  as  is  the  case  in  the  disease  in  man  and  which  may  last 
several  days.  During  this  time,  the  spirochietffi  can  be  found  in  the 
blood  of  the  animals  just  as  it  is  found  in  that  of  infected  human  beings. 
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The  temperature  subotilos  after  a  day  or  more,  when  it  again  ra['i 
returns  to  nonnal.  As  a,  rule,  the  paroxysms  are  not  repeated,  ft- 
sionally,  however,  two  or  three  attacks  may  supervene  before  immune 
is  established.  In  rats,  an  incubation  time  of  from  two  to  five  lu 
occurs.  At  the  end  of  this  time  the  spirochietie  may  be  found  in  In 
numbers  in  the  blood,  and  the  animals  show  8>'mptoius  of  a  ^ievi 


.  IM. — SriHocujSTB  OF  Relapbinu  Fevek,    (From  preparatioo  furaisbc 

by  Ur.  G.  N.  Calkins.) 


systemia  infection.  The  attack  lasts  from  four  to  five  days,  at  the  t'l 
of  which  time  the  microorganisms  apain  disappear.  Occasionally  ev 
in  these  animals  relapses  have  boon  obser\'cd.  Gross  pathologic 
changes  are  not  found,  with  the  exception  of  an  enlargement  of  tl 
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In  man  the  (lisea«c  caused  by  the  spirocha?te  of  Obermeier,  commonly 
known  a.s  rehipsing  fever,  is  common  in  India,  Africa,  and  most  of  the 
wanner  countries.  It  has,  from  time  to  time,  been  observed  epidemically 
in  Europe,  especially  in  Russia,  and  a  few  epidemics  have  occurred  in 
the  Soutliern  United  States.  The  disease  comes  on  abruptly,  beginning 
usually  with  a  chill  accompanied  by  a  sharp  rise  of  temperature  and  gen- 
eralized pains.  Together  with  the  rise  of  temperature,  which  often  ex- 
ceeds 104°,  there  are  great  prostration  and  occasionally  delirium.  Early 
in  the  disejise  the  spleen  becomes  palpable  and  jaundice  may  appear. 
The  spirocha^tie  are  easily  detected  in  the  blood  during  the  persistence 
of  the  fever,  which  lasts  usually  from  three  to  ten  days.  At  the 
end  of  this  time  the  temperature  usually  drops  as  suddenly  as  it 
rose,  and  the  general  symptoms  rapidly  disappear.  After  a  free  interval 
of  from  one  to  three  weeks  a  relapse  may  occur,  which  is  usually  less 
severe  and  of  shorter  duration  than  the  original  attack.  Two,  three,  or 
even  four  attacks  may  occur,  but  the  disease  is  not  very  often  fatal. 
When  patients  do  succumb,  however,  the  autopsy  findings  are  not 
particularly  characteristic.  Apart  from  the  marked  enlargement  of 
the  spleen,  which  histologically  shows  the  changes  indicating  simple 
hyperplasia,  and  a  slight  enlargement  of  the  liver,  no  lesions  are  found. 
The  diagnosis  is  easily  made  during  the  febrile  stage  by  examination  of 
a  small  (}uantity  of  blood  under  a  cover-slip  or  in  the  hanging-drop 
preparation. 

Sev(Tal  types  of  relapsing  fever  have  been  described.  In  Africa  the 
disease  has  long  been  prevalent  in  many  regions  and  the  investigations 
of  Ross  and  Milne,*  Koch,^  Button  and  Todd,^  and  others  have  brought 
to  light  that  many  conditions  occurring  among  the  natives,  formerly 
Regarded  as  malarial,  are  caused  by  a  species  of  spirochaete.  Whether 
or  not  the  microorganisms  observed  in  the  African  disease  are  exactly 
identical  with  the  spirochajte  observed  by  Obermeier  is  yet  a  question 
about  which  several  opinions  are  held.  Button  and  Todd  believe  that 
the  same  microorganism  is  responsible  for  both  diseases.  Koch,  on  the 
other  hand,  b(*lieves  that  the  slightly  smaller  size  of  the  African  spiro- 
chiet(^  and  the  milder  course  of  the  clinical  symptoms  indicate  a  defi- 
nite (lifTerence  between  the  two.  Animal  experiments  made  with  the 
African  organism,  furthermore,  usually  show  a  much  more  severe  in- 
fection than  do  similar  inoculations  with  the  European  variety.     The 

>  Ross  arui  ^fUn€,  Brit.  Med.  Jour.,  1904. 

2  Koch,  Deut.  med.  Woch.,  xxxi,  1905. 

'  DuUon  and  Todd,  Lancet,  1905,  and  Jour,  of  Trop.  Med.,  1905. 
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spinK'luotc  found  in  tlu*  African  ilisoase  is  u.sually  spokoii  of  at  pn- 
as  "Spiio('ha?tr  Duttoni."  Xovy  and  Knapp/  after  oxtcnsive  »tu:: 
with  microorganisms  from  various  sourc(»s,  have  come  to  the  coiicIuh 
that.  althou»;h  clos(»ly  n^hitcd,  (h^finitc  sjx^cics  ilifTorences  e?dst  Ix-tw- 
thtj  two  types  nu»ntion(*il  above,  and  that  these  again  an^  definitely  !: 


^ 


/-. , 


^ 


r 


Vui.   IC).     SiMunc'H.iiTK  nv  DiTToN.  Afkk'an  Tk'k  Fever.        (Ffoin  propar 

lion  furnished  bv  i.)r.  (J.  N.  C.^ilkins.) 

tin«ruish:il)le  from  similar  or<!:anisnis  described  by  Turnbull  ^  as  oecurri 
in  a  similar  disease  observed  in  India. 

Th<'  m<)«le  of  transmission  of  this  disc^ase  is  not  clear  for  all  tvi: 
Dutton  and  Toihl,  however,  were  able  to  show  satisfactorily  that,  in  : 
ease  of  the  African  «lisease  at  least,  transmission  occui^s  thn»u^h  ' 
int<-rmediation  of  a  species  of  tick.  The  conditions  under  which  >■; 
intermcjliation  occurs  have  been  carefully  studied  by  Kodi.*^  T 
lick  (OrnitlKxlorus  moubata)  infects  itself  when  suckiup  bh>Oil  f:v 
an    infected    human    bein^.     The   spirocluete    may    remain    alive   a: 

»  Xnrif  and  Kuapft.  lor.  rit.  -  Turnlnill.  Indian  Mod.  Oaz.,   190^1. 

^  Koch,  Horl.  nu'il.  Woch..  VMM\. 
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demonstrable  within  the  body  of  the  tick  for  as  long  as  three  days. 
Koch  has  shown,  furthermore,  that  they  may  be  found  also  within  the 
eggs  laid  by  an  infected  female  tick.  He  succeeded  in  pi-oducing  experi- 
mental infection  in  monkeys  by  subjecting  the  animals  to  the  bites 
of  the  infected  insects.  For  the  European  variety  of  the  disease  no 
such  intermediate  host  has  as  yet  been  demonstrated. 

Immunity. — It  has  long  been  a  well-known  fact  that  recovery  from 
an  attack  of  relapsing  fever  usually  results  in  a  more  or  less  definite 
immunity.  The  blood  of  human  beings,  monkeys,  and  rats  which  have 
recovered  from  an  attack  of  this  disease  show  definite  and  specific 
bactericidal  and  agglutinating  substances,  and  Novy  and  Knapp  have 
demonstrated  that  the  blood  serum  of  such  animals  may  be  used  to 
confer  passive  immunity  upon  others. 


VINOENT'8  ANQINA 

The  condition  known  as  Vincent'^  angina  consists  of  an  inflamma- 
tory lesion  in  the  mouth,  pharynx,  or  throat,  situated  most  frequently 
upon  the  tonsils.  The  disease  usually  begins  as  an  acute  stomatitis, 
pharyngitis,  or  tonsillitis,  which  soon  leads  to  the  formation  of  a  pseudo- 
membrane,  which,  at  this  stage,  has  a  great  deal  of  resemblance  to  that 
caused  by  the  diphtheria  bacillus.  At  later  stages  of  the  disease 
there  may  be  distinct  ulceration,  the  ulcers  having  a  well-defined  margin 
and  ''punched-out"  appearance,  so  that  clinically  they  have  often  been 
erroneously  diagnosed  as  syphilis.  Apart  from  the  localized  pain,  the 
disease  is  usually  mild,  but  occasionally  moderate  fever  and  systemic 
disturbances  have  been  observed.  Unlike  diphtheria  .and  syphilis,  this 
peculiar  form  of  angina  usually  yields,  without  difficulty,  to  local  treat- 
ment. 

The  nature  of  lesions  of  this  peculiar  kind  was  not  clear  until 
Plaut/  Vincent,'  and  others  reported  uniform  bacteriological  findings 
in  cases  of  this  description.  These  observers  have  been  able  to 
demonstrate  in  smears  from  the  lesions  a  spindle-shaped  or  fusiform 
bacillus,  together  with  which  there  is  usually  found  a  spirillum  not 
unlike  the  spirillum  of  relapsing  fever.  The  two  microorganisms  are 
almost  always  found   together  in  this  form  of  disease   and   were  re- 


»  Phut,  Dent.  me<l.  Woch.,  xlix,  1894. 

»  VincerU,  Ann.  de  I'inst.  Pasteur,  1896,  and  Bull,  et  m^ra.  de  la  soc.  m^d.  des 
hop.  de  P.,  1898. 
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;£!irili'>l  by  tiir  lirst  iihsirvcrs  a.i  n'pR-sciitiiifr  two  diVtiiiot  fornix tlwd 
ill  syiiiliiiisis.  .Mure  nn-iilly  TuniiicUff,'  on  IIk-  b:i:<iM  of  oxperiiiitJ. 
Hiiik.  Ii:i^  f'laiiiii'il  iilciiiity  fur  the  two  fonits.  believing  that  thi^'  iv; 
sc'iit  (liirfii'iit  il<-vc](i|>tiiriittil  stnyi'!i  of  the  stiiiif  or;^iiiiiNm. 

Tlic  fii-sifiirni  hiiiiHi  (Ifwcribcii  by  Viiiit'iit.  I'linit.  Hnlip.-^.  ami  oiii' 
lire  fioni  :i  to  10  inicrii  in  k'lintli,  ami  Iiiive  a  tliirkncfw  nt  thi'  (I'ri 
Yiiryiiif:  fnuii  0..')  to  O.N  iiiiri'uii.     l'n>m  the  center  t\u-y  taper  jiiailu:i 


tow;,j-,l  III.,  cii.is,  .'ti.liri-  ill  hliiiit.  or  .^lii,r|,  ],<,iiits.  Th.'  lenRth  of  tln^ 
l>;\rilli  may  viii-y  frr.-iitiy  wiliiin  on.-  ari.l  tlie  same  .linear  ijii-piu-uti-i- 
Tliry  aiv  usually  slrait;l.t,  s.,i.irt lines  sli.ulilly  riin-ed.  They  tlo  not  !*(:. 
very  .■asily  with  llie  weaker  anlliii  ilyes.  tuil  are  reiuliiv  wtum.il  I 
l..-(llei-s  ,u,.ll,yle,„.-l,hie.  .■arl»,l-f,i..|.si„.  or  l,Ht,-r,  by  <,;iemsa'«  stai 
Staitieii  by  (Niim.thcA- iire  usually  .hrol.ui-ieil.tlicmjih  in  tliiw  respcet  tl 
writers  liaw  I'oijii.l  them  to  vary.     Siaiiinl  i>i-c|)ai-atioiis  show  a  ehani 
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teristic  inequality  in  the  intensity  of  the  stain,  the  bacilli  being  more 
deeply  stained  near  the  end,  and  showing  a  banded  or  striped  alternation 
of  stained  and  unstained  areas  in  the  central  body.  Their  staining 
qu  ah  tics  in  this  respect  are  not  unlike  those  of  the  diphtheria  bacillus, 
and  according  to  Babes '  the  dark  areas  are  to  be  interpreted  as  meta- 
chromatic granules.     The  bacilli  are  not  motile. 

The  spirilla  founfl  in  Vincent's  angina  are  usually  somewhat  longer 
than  thfi  fusiform  bacilli,  and  arc  made  up  of  a  variable  number  of  un- 
duliitions,  ahiilluw  and  irregular  in  their  cui-vatures,  unlike  the  more 


1(1  spirilla. 


regularly  steep  waves  of  Spirochtete  pallida.  They  are  stained  with 
even  more  difficulty  than  are  the  bacilli  and  usually  appear  less  distinct 
in  the  preparations.  The  stain,  however,  is  taken  without  irregu- 
larity, showing  none  of  the  apparent  metachromatiam  observed  in  the 
bacilli. 

By  the  earlier  observers  cultivation  of  these  microorganisms  was 
attempted  without  success.     Recently,  however,  it  has  been  shown  that 
cultivation  could  be  carried  out  under  anaerobic  conditions.     Tunni- 
'  Babet,  in  Kolle  und  Wwsermanii,  1.  ErgSiuungBband,  1007. 
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ciiff '  has  cultivated  the  organisms  anaerobically  upon  elants  of  ascitic 
agar  at  37.5°  C.  This  observer  fount!  that  in  such  cultures,  before  the 
fifth  day,  bacilli  only  could  be  found,  that  after  this  time,  howevpr, 
spirilla  gradually  appeared  and  finally  constituted  the  majority  of  ihe 
organisms  in  the  culture.  It  appeared  to  Tunnichff  from  this  study 
that  the  spirilla  might  be  developed  out  of  the  fusiform  niicroorgaji- 
isms  representing  the  adult  form. 

The  microorganismB  of  Vincent's  angina,  when  occurring  in  the 
throat,  are  rarely  present  alone,  being  usually  accompanied  by  other 
microorganisms,  such  as  staphylococci,  streptococci,  and  not  infre- 
quently diphtheria  bacilli.  When  occurring  together  with  (JipbthenA, 
they  are  said,  by  some  German  observers,  to  aggravat«^i  the  latter 
condition  considerably.  This  frequent  association  with  other  micro- 
organisms renders  it  impossible  to  decide  conclusively  that  the  fusi- 
form bacilli  and  spirilla  are  the  primary  etiological  factors  in  theae 
inflammations.  It  has  been  frequently  suggested  that  they  may  be 
present  as  secondary  invaders  upon  the  soil  prepared  for  them  by  other 
microorganisms. 

.\ninial  inoculation  with  these  microorganisms  has  led  to  Uttle  result. 

Fusilorm  Bacilli  other  than  those  in  Vincent's  Angina.^Fusiforrn 
bacilli  morphologically  indistinguiahable  from  those  found  in  the  angina 
of  Vincent  may  frequently  be  foimd  in  smears  taken  from  the  gums, 
from  carious  teeth,  and  occasionally  among  the  microorganisms  in  the 
pus  from  old  sinuses.  Several  varieties  of  these  bacilli  have  been  de- 
scribed in  connection  with  definite  pathological  eonditions. 

Babes,'  in  1893,  observed  spindle-shaped  bacilH  not  unlike  thow 
described  above  but  somewhat  shorter,  in  histological  sections  prepared 
from  tissues  from  the  gums  of  individuals  suffering  from  scurvy.  He 
found  similar  bacilli  in  rabbits  intravenously  inoculated  with  material 
from  the  patients  and  was  able  to  cultivate  the  bacilli  for  several  gener*- 
tions.  His  descriptions,  however,  of  the  microorganipma  aa  found  in  the 
secondary  cultures  vary  considerably  from  those  of  the  original  findings 
in  the  gums  of  the  patients.     His  results  are  not  convincing. 

In  noma,  a  gangrenous  disease  of  the  gums  and  cheeks,  occurrini 
occasionally  in  individuals  who  have  been  severely  run  down  by  acuie 
infectious  diseases  or  great  hardship.  Weaver  and  Tunnicliff  have  found 
spirilla  and  fusiform  bacilli  in  large  numbers.  The  organisms  were  pres- 
ent not  only  in  smears  from  the  surface,  but  were  also  found  by  histo- 
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logical  methods,  in  large  numbers,  lying  in  the  tissues  beyond  the  area 
of  necrosis.  Here  again  it  is  not  entirely  certain  whether  these  micro- 
organisms were  the  primar}*^  etiological  factors  or  whether  they  are  to 
be  regarded  merely  as  secondary  invaders  of  a  necrotic  focus. 

SPntOOHJBTE   PERTENUIS 

In  a  disease  known  as  "Framboesia  tropica,"  or  popularly  "Yaws," 
occurring  in  tropical  and  subtropical  countries  and  much  resembling 
syphilis,  Castellani,*  in  1905,  was  able  to  demonstrate  a  species  of 
spirochaete  which  has  a  close  morphological  resemblance  to  Spirochaete 
pallida.  The  microorganism  was  found  in  a  large  percentage  of  the  cases 
examined  both  in  the  cutaneous  papules  and  in  ulcerations.  Confirm- 
atory investigations  on  a  larger  series  of  cases  were  later  carried  out  by 
Vom  dem  Borne.' 

The  microorganism  is  from  7  to  20  micra  in  length  with  numerous 
undulations  and  pointed  ends.  Examined  in  fresh  preparations,  it  has 
an  active  motility  similar  to  that  of  Spirochsete  pallida.  In  smears 
it  is  easily  stained  by  means  of  the  Giemsa  method. 

Both  the  clinical  similarity  between  yaws  and  syphilis,  as  well  as 
the  similarity  between  the  microorganisms  causing  the  diseases,  has 
opened  the  question  as  to  the  identity  of  the  two  microorganisms. 
According  to  most  clinical  observers,  however,  yaws,  which  is  a  disease 
characterized  chiefly  by  a  generalized  papular  eruption,  is  unquestion- 
ably distinct,  clinically,  from  lues,  and  experiments  of  Neisser,  Baermann, 
and  Halberstadter,'  as  well  as  of  Castellani*  himself,  have  tended  to  show 
that  there  is  a  distinct  difference  between  the  immunity  produced  by 
attacks  of  the  two  diseases.  The  disease  is  transmissible  to  monkeys, 
as  is  syphilis,  but  it  has  been  satisfactorily  shown  that  monkeys  inocu- 
lated with  syphilitic  material,  while  no  longer  susceptible  to  infection 
with  Spirochaete  pallida,  may  still  be  successfully  inoculated  with 
Spirochiete  pertenuis. 

8PIR00HJBTE   OALLXNARUM 

An  acute  infectious  disease  occurring  among  chickens,  chiefly  in 
South  America,  has  been  shown  by  Marchoux'  and  Salimbeni  *  to  be 

'  Castellani,  Brit.  Med.  Jour.,  1905,  and  Deut.  med.  Woch.,  1906. 

*  Vom  dem  Borne,  Jour.  Trop.  Med.,  10,  1907. 

'  Xeisser,  Baermann,  und  Halberstadter,  Miinch.  med.  Woch.,  xxviii,  1906. 

*  Castellani,  Jour,  of  Hyg.,  7,  1907. 

*  Marchmix  and  Salimbeni,  Ann.  de  I'inst.  Pasteur,  1903. 


604  PATHOGENIC  MICROORGANISMS 

caused  by  a  epirochxte  which  has  much  morphological  similarity  to  tk 
spirochacte  of  Obermcicr. 

The  <liscasc  comes  on  rather  suddenly  with  fever,  diarrhea,  and  gi«' 
exhaustion,  and  often  ends  fatally.  The  spirochete  is  easily  denion- 
atrated  in  the  circulating  blood  of  the  animals  by  stainiug  blood-smca.^ 
with  Giemsa's  stain  or  with  dilute  carbol-fuchain. 


Artificial  cnltivation  of  the  microorKunism  has  not  yet  been  ac- 
ewiiipiislKHl,  Kxpcri mental  f  ransniiMsion  from  animal  to  animal  is  easily 
earriinl  out  by  the  suhcutaneons  injociion  of  blooil.  Other  binia,  suih 
as  RiH-sc,  thicks,  and  pigeons,  are  susceptible;  mammals  have,  so  tar. 
not  been  successfully  inoculated.     According  to  the  investigations  fi 
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Levaditi  and  Manouelian/  the  spirochaetse  are  found  not  only  in  the 
blood  but  thickly  distributed  throughout  the  various  organs. 

Under  natural  conditions,  infection  of  chickens  seems  to  depend 
upon  a  species  of  tick  which  acts  as  an  intermediate  host  and  causes 
infection  by  its  bite.  The  spirochcBte,  according  to  Marchoux  and  Sal- 
imbeni,  may  be  found  in  the  intestinal  canal  of  the  ticks  for  as  long  as 
five  months  after  their  infection  from  a  diseased  fowl. 

In  the  blood  of  animals  which  have  survived  an  infection,  agglutin- 
ating substances  appear  and  active  immunization  of  animals  may  be 
carried  out  by  the  injection  of  infected  blood  in  which  the  spirochaetae 
have  been  killed,  either  by  moderate  heat  or  by  preservation  at  room 
temperature.  The  serum  of  immune  animals,  furthermore,  has  a  pro- 
tective action  upon  other  birds. 

It  is  not  impossible  that  the  Spirochaete  gallinarum  may  be  identical 
with  the  Spirochcete  anserina  previously  discovered  by  Sacharoflf.'  This 
last-named  microorganism  causes  a  disease  in  geese,  observed  espe- 
cially in  Russia  and  Northern  Africa,  which  both  clinically  and  in  its 
pathological  lesions  corresponds  closely  to  the  disease  above  described 
as  occurring  in  chickens.  The  spirochaete  is  found  during  the  febrile 
period  of  the  disease  in  the  circulating  blood,  is  morphologically  indis- 
tinguishable from  the  spirochaete  of  chickens,  and  can  not  be  cultivated 
artificially.  The  similarity  is  further  strengthened  by  the  fact  that 
Spirochaete  anserina  is  pathogenic  for  other  birds,  but  not  for  animals 
of  other  genera. 

1  Levaditi  and  ManoueHan^  Ann.  de  Tinst.  Pasteur,  1906. 
3  Sacharoff,  Ann.  de  Tinst.  Pasteur,  1891. 


CHAPTER  XLIV 
THE  HIGHER  BACTERIA 

(Chlamydobacteriacecej  Trichomycetes) 

Standing  midway  between  the  true  bacteria  and  the  more  complex 
molds  or  Hyphomycetes,  there  are  a  number  of  pathogenic  micro- 
organisms which  offer  great  diflBculties  to  classification.  In  the  classifi- 
cation of  Migula  most  of  these  forms  have  been  placed  in  a  rather 
heterogeneous  group,  the  Chlamydobacteriaceae.  By  other  author?, 
notably  Lachner-Sandoval/  Berestnew,^  and  by  Petruschky,'  the  close 
relationship  of  these  forms  to  the  higher  hyphomycetes  has  been  em- 
phasized and  they  have  been  grouped  as  a  subdivision  of  the  true  molds 
under  the  family  name  of  Trichomycetes. 

Petruschky  *  proposes  the  following  clear  schematization,  which, 
even  though  possibly  defective  from  a  purely  botanical  point  of  view, 
is  at  least  serviceable  for  the  purposes  of  the  bacteriologist. 

Hyphomycetes 


True  molds  Trichomycetes 


Leptothrix  Cladothrix  Streptothrix  Actinomyces 

Leptothrix  is  used  to  designate  those  forms  which  appear  as  simple 
threads  without  branching. 

Cladothrix  is  a  thread-like  form  in  which  false  branching  mav  be 
recognized.  By  false  branching  is  meant  an  appearance  resulting  from 
the  fragmentation  of  threads.  The  tenninal  cell  breaks  away  from  the 
main  stem,  is  set  at  an  angle  by  the  elongation  of  the  thread  itself,  an  J, 


»  Lachner-Sandoval,  '*  Ueber  Strahlenpilze."     Diss.  Strassburg,  1898. 

2  Berestnew,  Rcf.  Cent.  f.  Bakt.,  xxiv,  1898. 

»  Petruschky,  in  Kolle  und  Wassermann,  ''  Handbuch/'  etc. 

*  Petruschky,  loo.  cit. 
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as  both  continue  dividing,  the  simulation  of  true  branching  is  pro- 
duced. 

Streptothrix  denotes  forms  with  numerous  true  branches  and  spores 
which  usually  appear  in  chains. 

Actinomyces  is  of  more  complicated  structure,  characterized  by  the 
formation  of  club-shaped  ends  and  the  stellate  arrangement  of  its 
threads. 

LEPTOTHRIZ 

Members  of  the  leptothrix  group  have  been  observed  in  connection 
with  inflammations  of  the  mouth  and  pharynx  by  Frankel,^  Michelson,' 
Epstein,'  and  others.  In  many  of  these  cases  the  organism  was  identi- 
fied by  morphology  chiefly,  pure  cultures  not  having  been  obtained. 
The  disease  in  none  of  these  cases  was  accompanied  by  severe  systemic 
symptoms  and  it  is  likely  that  when  found  in  human  beings  the  organ- 
isms may  be  regarded  simply  as  comparatively  harmless  saprophytes 
appearing  in  connection  with  some  other  specific  inflammation. 

Cultivation  of  the  Leptothrices  is  not  easy  and  has  been  successful 
only  in  the  hands  of  Vignal  *  and  Arustamoff .* 

OLADOTHRIX 

Owing  to  much  confusion  in  the  diflFerentiation  of  these  forms  from 
the  streptothrices,  it  is  not  possible  to  determine  whether  cases  of  true 
cladothrix  infection  have  been  observed.  It  is  likely  that  most  cases 
ascribed  to  microorganisms  of  this  class  have  really  been  due  to  strep- 
tothrix infection.  The  deciding  criterion  is,  of  course,  the  formation  of 
branches  and  these  seem  to  have  been  observed  in  most  of  the  cases 
described.  A  closer  differentiation,  in  the  future,  between  true  and 
false  branching  can  alone  determine  whether  or  not  cases  of  cladothrix 
infection  proper  may  occur. 

STREPTOTHRIX 

Reports  of  cases  of  streptothrix  infection  of  various  parts  of  the 
body,  in  both  animals  and  man,  are  abundant  in  the  literature.    The 

»  Frdnkel,  Eiilenburg's  '*  Realencycl.  d.  gesam.  HeUkunde/'  1882. 
^  Michelson,  Beri.  klin.  Woch.,  ix,  1889. 
'  Epstein,  Prag.  med.  Woch.,  1900. 

*  Vignal,  Ann.  de  phys.,  viii,  1886. 

*  Arustamofff  Quoted  from  Petruschky,  loc.  cit. 
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oarlicsf  oliscrvatioiis  w(*re  made  upon  microorganisms  isolated  from  tb 
liuiiiaii  coiijiiiu'tiva.  Xocard  ^  in  1888  described  a  mcmlxT  of  ihi^ 
^roup  as  th(?  ft i()loj»:ical  factor  in  a  disease  "farcies  du  bceuf  "  ocouri:;: 
aiiu)n«r  (;att  Ic^  in  ( iuadcloupt*.  Eppinger '  found  streptothriccs  in  th^  i-:- 
of  a  cerebral  ahsccss.     Potruschky,'  BerestncflF/  Flexncr/  Xorris  \ci 


Yui    \:\\).   -('h.M)()Tmti\,  ►Showing  Kausi:  Bkanching. 

Lai'kiii."  aii'l  a  mmihcr  of  other  observers  have  found  those  niirri.«»r- 
nanisms  in  cases  of  puhnoiiarv  disease,  simuhiting  tuberculosis.  S^> 
puratioiis  of  boiM?  ami  oi  the  skin  and  ilic  intestinal  canal  have  ii'V. 
reported.  The  infeelion.  tlierefore.  is  not  wry  rare,  but  the  divi'> 
<'\])<'ri(  iKM's  of  woikeis  who  have  attemptecl  to  cultivate   these  mior-.- 

>  .\nniril,  Ann.  <le  I'inst.    P:»st<'ur.  ii,  JS.SS. 

■  I''i'f"'titfii\  WicM.  klin.  WucIl,  1S!«). 

'  J*rtrusrhl:i/,  VfrhMinlI.  d.  Korij^r.  f.  iniiere  Mediz.,  1898. 

'  limsttntj,  Zfit.  f.  Hy.i:.,  xxix.  ISIKS. 

»  h'Uxmr,  Jinir.  J*]\-[>.  Med.,  iii,  ISlMi. 

«  Xorriif  :iiiil  Lurkin,  IVoc.  of  N.  Y.  Path.  fc>oc.;  March,  1899. 
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orgiiiiiwnis  snom  to  iii<licatc  that  not  all  of  the  incitanta  described  be- 
loiif^ed  to  one  and  the  same  variety,  but  that  probably  a  number  of 
diffc're-nt  types  may  exist. 

MoipholoKj. — Morphologically  the  etreptothrices  show  considerable 
Viiriation.  In  material  from  infectious  Icsiona  they  have  most  often 
appciirocl  JIM  rods  and  filaments  with  well-marked  branching.  Occasion- 
ally the  filaments  arc  long  and  intenvined,  and  branches  have  shown 
bulbous  or  club-shaped  ends.  In  Norris  and  Larkin'a  case,  the  young 
cultures  in  the  first  generations  seem  to  have  consisted  chiefly  of  rod- 
shaped  foniis  not  unlike  bacilli  of  the  diphtheria  group,  showing  marked 
metachromatism  when  stained  with  Loefflcr's  methylene-blue.    They  are 


l''l(i,    140. tiTKEFTOTEUUX,  ShOWINO  TBUE  BaANCHINO. 


easily  stained  with  this  dye  or  with  aqueous  fuchsin.     In  tissue  sections 
they  may  be  demonstrated  by  the  Gram-Weigert  method. 

Cultivation. — Direct  cultivation  upon  agar  and  gelatin  plates  has 
oci asioniill)-  been  successful.  At  the  end  of  four  or  five  days  grayish- 
while,  Klisteninp:.  flat  eoloniea  may  appear  which  attain  a  diameter  of 
M'vcral  iniltimctcrs  within  two  weeks.  The  colonics  later  may  take  on  a 
yellowish  hue  and  begin  to  liquefy  the  gelatin.  In  bouillon  flocculcnt 
pn-cipitates  and  surface  pellicles  of  interwined  threads  may  form,  with- 
out eloiiding  of  the  medium.  Norris  and  Larkin'  found  much  difficulty 
in  cidtivatinp,  but  finally  succeeded  by  making  smears  of  the  infectious 
material    u|K»n    fresh,    sterile   kidney-tissue   of   rabbits.     The    micro- 

>  Norrit  and  Larkin,  loc.  dt. 
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organisms  grew  abundantly  upon  this,  but  failed  to  grow  on  any  of  the 
other  tissues.  After  growth  of  several  generations  upon  this  medium, 
cultures  were  finally  obtained  upon  agar  plates  and  upon  broth. 

Inoculation  of  cultures  into  rabbits  and  guinea-pigs  have  given  rise 
to  subcutaneous  abscesses,  bronchopneumonia,  and  suppuration,  accord- 
ing to  the  mode  of  infection. 


AOTINOBfTOES 

Among  the  diseases  caused  by  the  Trichomycetes  or  higher  bacteria, 
the  most  important  is  actinomycosis.  Occurring  chiefly  in  some  of  the 
domestic  animals,  notably  in  cattle,  the  disease  is  observed  in  man  with 
sufficient  frequency  to  make  it  of  great  clinical  importance.  In  cattle 
the  specific  microorganism  which  gives  ries  to  the  disease  was  first 
observed  by  BolHnger  *  in  1877.  In  the  following  year  IsraeP  dis- 
covered a  similar  microorganism  in  human  cases. 

The  parasites  appear  in  the  pus  from  discharging  lesions  as  small 
granular  bodies,  plainly  visible  to  the  naked  eye  and  somewhat  regsein- 
bling  sulphur  granules,  of  a  grayish  or  of  a  pale  yellow  color.  In  siK 
they  measure  usually  a  fraction  of  a  millimeter.  Ordinarily  they  are 
soft  and  easily  crushed  under  a  cover-slip,  but  occasionally,  especially  in 
old  lesions,  they  may  be  quite  hard,  owing  to  calcification. 

Microscopically  they  are  most  easily  recognized  in  fresh  preparation? 
prepared  by  crushing  the  granules  upon  the  slide  under  a  cover-slip  ssA 
examining  them  without  staining.  They  may  be  rendered  more  clearly 
visible  by  the  addition  of  a  drop  or  two  of  20  per  cent  potassium  hydrate. 
When  the  granules  are  calcareous,  the  addition  of  a  drop  of  concentrated 
acetic  acid  will  facilitate  examination.  Fresh  preparations  may  be 
examined  after  staining  with  (Jrarn's  stain.  Observed  under  the  micro- 
scope, the  granules  appear  as  rosette-like  masses,  the  centers  of  which 
are  quite  opaque  and  dense,  appearing  to  be  made  up  of  a  closelv  meshed 
n(*twork  of  filaments.  Around  the  margins  there  are  found  radially 
arranged  striations  which  in  many  cases  end  in  characteristically  clul>- 
shaped  bodies.  Inside  of  the  central  network  there  are  often  seen 
coccoid  or  spore-like  bo(li(\-j  which  have  ham  variously  interpreted  a? 
spores,  as  degeneration  products,  and  as  separate  cocci  fortuitously 
found   in  svmbiosis  with    the  actinonivces.     Individuallv   considered. 


>  Bolh'ugrr,  IVnt^sch.  Z<Mt.  f.  Thiomie<l.,  iii,  1877. 
=  Israel,  Virch.  Arch..  74.  1878.  and  78.  1879. 


THE   HIGHER  BACTERU 

the  central  filaments  have  approximately  the  thickness  of  an  anthrax 
bacillus  and  are,  according  to  Babes,'  composed  of  a  sheath  within 
which  the  protoplasm  contains  numerous  and  different  sized  granules. 

About  the  periphcrj-  of  the  granules  the  free  ends  of  the  filaments 
become  gradually  thickened  to  form  the  ao-calicd  actinomycosis  "  clubs." 
These  clubs,  according  to  most  observers,  must  be  regarded  as  hyaline 
thickenings  of  the  sheaths  of  the  threads  and  are  believed  to  represent  a 
form  of  degeneration  and  not,  as  some  of  the  earlier  observers  believed, 
organs  of  reproduction.  They  are  homogeneous,  and  in  the  smaller  and 
presumably  younger  granules  are  extremely  fragile  and  soluble  in  water. 
In  older  lesions,  especially  in  those  of  cattle,  the  clubs  are  more  re- 
sistant and  less  easily  destroyed. 

They  appear  only  in  the  parasites  taken  from  active  lesions  in  animals 
or  man,  or,  as  Wright '  has  found,  from  cultures  to  which  animal  serum 
or  whole  blood  has  been  added.  In  cultures  from  media  to  which  no 
animal  fluids  have  been  added,  such  as  glucose  agar  or  gelatin,  no  clubs 
are  found.  In  preparations  stained  by  Gram's  method  the  clubs  give 
up  the  gentian- violet  and  take  counter-stains,  such  as  eosin. 

The  coceus-Kkc  bodies  found  occasionally  lying  between  the  filaments 
of  the  central  mass,  most  observers  now  agree,  do  not  represent  any- 
thing comparable  to  the  spores  of  the  true  hyphomycetes.  In  many 
cases  they  are  unquestionably  contaminating  cocci;  in  others  again 
they  may  represent  the  results  of  degeneration  of  the  threads. 

In  tissue  sections,  the  microorganisms  may  be  demonstrated  by 
Gram's  method  of  staining  or  by  a  special  method  devised  by  Mallory,' 
This  is  as  follows  for  paraffin  sections: 

1.  Stain  in  saturated  aqueous  eosin  10  minutes. 

2.  Wash  in  water. 

3.  Anilin  gentian-violet,  5  minutes. 

4.  Wash  with  normal  salt  solution. 

5.  Gram's  iodin  solution  1  minute. 

6.  Wash  in  water  and  blot. 

7.  Cover  with  anilin  oil  until  section  is  clear. 

8.  Xylol,  several  changes. 

9.  Mount  in  balsam. 

OultiTation,— The  isolation  of  actinomyees  from  lesions  may  be 
easy  or  difficult  according  to  whether  the  pus  is  free  from  contamination 

'  Babes,  Virch.  Arch..  105.  1886. 

h'  J.  //.  Wright.  Journal.  Rch.,  viii,  1<)05. 
»  MaUary,  Method  No.  I.  MaJlory  ami  Wright,  "  Path.  Technique,"  Phila.,  1908. 
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or  whether  it  contains  large  numbers  of  other  bacteria.  In  the  l^ 
caae  it  may  be  ahnost  impossible  to  obtain  cultures.  The  deacripi 
of  methods  of  isolation  and  of  cultural  characteristics  given  by  nr 
writers  have  shown  considerable  differences.  The  most  extrc 
cultural  work  has  been  done  by  Bostrocm/  WoliT  and  Israel,  and  b 
H.  Wright.  Bostrocm  has  described  his  cultures  as  aerobic,  but  H 
and  Israel  •  and  Wright  *  agree  in  finding  that  the  microorg 


Fill.     141. — ^ACTISOMTCBB    GRANULE     CrUBHBD     BeNEATB     A     CoVER-.GLASi. 

Btained.    Low  power.    Shows  radial  striations.     (After  Wright  and  Brum. 

latcd  by  thcmfromactinomycotir  losions  grow  but  sparsely  underier 
conditions  and  favor  an  environment  which  is  entirely  free  from  oxj' 
or  at  least  contains  it  only  in  small  quantities.  The  method  for  isoli 
recommended  by  Wright  is,  briefly,  as  follows:  Pus  is  obtaiiK< 
possible,  from  a  closeil  lesion  and  washed  in  sterile  water  or  broth, 
granules  are  then  crushed  between  two  sterile  slides  and  examinni 

'  Bostroem,  Beilr.  z.  pntli.  Anal.  u.  z.  aWg.  Path.,  ix,  1800. 
"Tl'oijf  uml  Israel,  Vireli.  Arch..  12fi.  1891. 
'J.  II.  H-'ri^W,  Jour.  Med.  Res.,  \-iii.  1905. 
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33ence  of  filaments.  If  these  are  present  id  reasonable  abundance, 
aterial  is  distributed  in  tubes  of  glucose  agar,  which  are  then 
d  to  solidify.  If  these  first  cultivations  show  a  large  number  of 
ninations,  Wright  recommends  the  preservation  of  other  washed 
es  in  test  tubes  for  several  weeks,  in  the  hope  that  contaminating 
irganisms  may  thus   be  killed  by  drying 

the  actinomyces  lose  their  viability, 
cultivation  is  successful  colonies  will  ap- 
iftt-r  two  to  four  days  at  37.5°  C,  as  minute 
specks,  which,  in  Wright's  cultures,  ap- 
1  most  abundantly  within  a  zone  situated 
10  millimeters  below  the  surface  of  the 
m.  Above  and  below  thia  zone  they  are 
imerous,  indicating  that  a  small  amount  of 
n  furnishes  the  beat  cultural  environment. 
the  surface  of  agar  slants,  growth,  if  it 
place  at  all,  is  not  luxuriant. 

alkaline  meat-infusion  broth  growth 
place  in  the  form  of  heavy,  flocculent 
i  which  appear  at  the  bottom  of  the  tubes, 
e  growth  and  clouding  do  not  take  place. 
Ik  and  potato  have  been  used  as  culture 

but  are  not  particularly  favorable. 
thog:fliueit7. — As  stated  above,  actinomy- 
occurs    spontaneously     most     frequently  Fio.     142.— Actimo- 

',  cattle  ami  human  beings.  It  may  also  mtces  Granule 
in  shcop,  dogs,  cats,  and  horses.     Itsloca^     Crushed    Beneatb  a 

of    predilection    are    the   various    parts     Coy"''-^'^-        Un- 

,  .  ,      ■  .  stained.     The  prepftra- 

nt  to  the  mouth  and  pharynx.     It  occurs 

lowever,  in   the   lungs,  in   the  intestinal 

and  upon  the  skin.     When  occurring  in 

st  frequent  location,  the  lower  jaw,  the 

J  presents,  at  first,  a  hard  nodular  swell- 

lich  later  becomes  soft  because  of   central    necrosis.      It  often 

OS  the  bone,  causing   a  rarefying   osteitis.     As    the    swellings 

down,  sinu.scs  are  formed  from  which  the  granular  pus  IB 
rged.     The  neighboring  lymph  nodes  show  painless,  hard  swell- 

Ili.stologically,  about  the  filamentous  knobs  or  granules,  there  is  a 

ion  uf  epithelioid  cells  and  a  small  round-cell  infiltration.  In 
.'ases  th<Te  may  be  an  encapsulation  in  connective  tissue  and  a 


I  ahowB  the  margin 
of  the  gmnule  and  the 
"clubs."  (After Wri^t 
uid  Brown.) 
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calciiicBtion  of  the  necrotic  masses,  leading  to  spontaneous  cure.  -\3 
rule,  this  process  is  extremely  chronic.  Infection  in  the  lungs  or  in  th 
intra-abdominal  organs  is,  of  course,  far  more  serious.  When  dwi 
occurs  acutely,  it  is  often  due  to  secondary  infection.  The  disease, 
acquired  probably  by  the  agency  of  hay,  straw,  and  grain.  Berestnew 
has  succeeded  in  isolating  actinomyces  from  straw  and  hay  which  b 
covered  with  sterile  water  in  a  potato  jar  and  placed  in  the  incubate 
After  a  few  days  small  white  specks  looking  like  chalk  powder  appean 
upon  the  stalks,  which,  upon  further  cultivation,  he  was  able  to  identif 
as  the  organism  in  question. 

Animal  inoculation,  carried  out  extensively  both  with  pus  and  wit 
purc  cultures  by  several  observers,  has  yielded  little  result.     Progreseiv 


(After  Wri^t  and  Browa-j 


actinomycotic  le.sions  were  never  obtained,  although  occasionally  smi 
knobs  containing  eolonic«  surrounded  by  epithelioid  cells  and  cotmectit' 
tissue  wttre  observed,  showing  that  the  invading  microorganisms  wh 
able  to  survive  and  gi-ow  for  a  short  time,  but  were  not  sufHcientl 
virulent  to  ftive  rise  to  an  extensive  disease  process.  Transmission  fm 
animal  to  animal,  or  from  animal  to  man  directly,  has  not  been  sati 
factorily  proven. 

Whether  or  not  there  are  various  forms  of  actinomyces  ma 
&s  yet  be  regarded  as  an  open  question.  The  investigations  i 
Wolff  and  Israel,  however,  together  with  those  of  Wright,  who  al* 
observed  thirteen  different  strains,  seem  to  indicate  that  most, 
not  all,  of  the  cases  clinically  observed  are  due  to  one  and  the  sao 
microorganism. 

'  Berestneu!.  llcf.  t^ent.  f.  Bakt.,  2'1, 1898. 
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BfTOETOMA  (BftADURA  FOOT) 

The  disease  known  by  this  name  is  not  unlike  actinomycosis.  It 
is  more  or  less  strictly  limited  to  warmer  climates  and  was  first  recog- 
nized as  a  clinical  entity,  in  India,  by  Carter.*  Clinically  it  consists 
of  a  chronic  productive  inflammation  most  frequently  attacking  the 
foot,  less  often  the  hand,  very  infrequently  other  parts  of  the  body. 
Nodular  swellings  occur,  which  break  down  in  their  centers,  leading  to 
the  formation  of  abscesses,  later  of  sinuses.  Often  the  bones  are  in- 
volved and  a  progressive  rarefying  osteitis  results.  From  the  sinuses  a 
purulent  fluid  exudes,  in  which  are  found  characteristic  granular  bodies. 
These  may  be  hard,  brittle,  and  black,  resembling  grains  of  gunpowder, 
or  may  be  grayish-white  or  yellow  and  soft  and  grumous.  According  to 
the  appearance  of  these  granules,  two  varieties  of  the  disease  are  dis- 
tinguished, the  "melanoid"  and  the  "ochroid."  Many  observers 
believe  that  the  yellow  or  ochroid  variety  is,  in  fact,  actinomycosis. 
The  black  variety,  which  is  certainly  a  distinct  disease,  is  caused  by  a 
member  of  the  hyphomycetes  group.  The  parasite  has  been  carefully 
studied  by  Wright,'  from  whose  description  the  following  points  are 
taken : 

The  small,  brittle  granules  observed  under  the  microscope  show  a 
dark,  almost  opaque  center  along  the  edges  of  which,  filaments,  or 
hyphae,  may  be  seen  in  a  thickly  matted  mass.  By  crushing  the  granules 
under  a  cover-slip  in  a  drop  of  sodium  hypochlorite  or  of  strong  sodium 
hydrate,  the  black  amorphous  pigment  is  dissolved  and  the  structural 
elements  of  the  fungus  may  be  observed.  They  seem  to  be  composed 
of  a  dense  meshwork  of  mycelial  threads  which  are  thick  and  often 
swollen,  and  show  many  branches.  Transverse  partitions  are  placed 
at  short  distances  and  the  individual  filaments  may  be  very  long. 
Spores  were  not  observed  by  Wright.  In  a  series  of  over  fifty  cultiva- 
tions on  artificial  media  from  the  original  lesion,  Wright  obtained  growth 
in  a  large  percentage. 

In  broth,  he  obtained  at  first  a  rapid  growth  of  long  hypha3  which 
eventually  formed  a  structure  which  he  compares  in  appearance  to  a 
powder-puff. 

On  agar,  growth  appeared  within  less  than  a  week  and  spread  over 
the  surface  of  the  medium  as  a  thick  meshwork  of  spreading  hyphse 

»  Carter  on  Mycetoma,  etc.,  London,  1874. 
>  Wrighi,  Jour,  of  Exper.  Med.,  3,  1898. 
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of  a  grayish  color.  In  old  cultures  black  granules  appeared  amo 
the  mycelial  meshes. 

On  potato  J  he  observed  a  dense  velvety  membrane,  centrally  of  ap: 
brown,  white  at  the  periphery.  Small  brown  droplets  appeared  on  i 
growth  in  old  cultures. 

Animal  inoculation  with  this  microorganism  has  so  far  been  i 
successful. 


CHAPTER  XLV 
THE  YEASTS 
{BlastomyceteSj  Saccharomycetes) 

The  yeasts  or  blastomycetes  form  a  distinctive  family  among  uni- 
cellular microorganisms,  characterized  essentially  by  their  method  of 
multiplication  by  budding.  By  this,  they  are  sharply  separated  from 
the  bacteria.  Their  differentiation  from  the  higher  fungi,  the  hypho- 
mycetes,  however,  is  less  definitely  established,  since  the  chief  character- 
istic of  this  latter  class,  the  formation  of  hyphse  and  mycelial  threads,  has 
occasionally  been  described  for  some  of  the  forms  otherwise  identified 
with  the  yeasts.  It  is  probable  that  a  gradual  Vansition  between  the 
two  families  exists,  represented  by  a  number  of  connecting  forms,  some- 
times spoken  of  as  oidia.  For  the  practical  purposes  of  the  bacteriolo- 
gist, the  yeast  family  is  sufficiently  distinct,  both  morphologically  and 
biologically,  to  make  a  separate  classification  extremely  useful. 

The  yeast  cell,  as  a  rule,  is  oval,  but  among  the  wild  yeasts,  or 
"torulae,*'  spherical  forms  are  common.  In  size,  great  variations  occur, 
but  in  general  the  yeasts  are  much  larger  than  bacteria,  measuring  usually 
from  10  to  20  micra  in  length  with  a  width  of  about  one-half  or  two-thirds 
of  the  long  diameter.  They  possess  a  well-defined,  doubly-contoured 
cell-membrane,  composed  chiefly  of  cellulose,  and  their  body  protoplasm, 
unlike  that  of  the  bacteria,  shows  definite  structure.  Within  a  mass 
of  finely  granul  arcytoplasm,  a  number  of  highly  refractive  globules  and 
vacuoles  may  be  observed.  Some  of  the  globules  have  been  interpreted 
as  fat-droplets.  Other  granules,  revealed  by  special  staining  methods, 
are  interpreted  as  nuclear  material. 

When  budding  takes  place,  the  mother  cell  sends  out  a  small, 
globular  evagination  of  the  cell  membrane  into  which  maternal  proto- 
plasm flows.  This  bud  gradually  enlarges  until  it  has  attained  approxi- 
mately the  same  size  as  the  original  cell.  Until  that  time,  free  inter- 
communication between  the  protoplasm  of  mother  and  daughter  cell 
exists.  Finally,  by  gradual  narrowing  of  the  isthmus  connecting  the 
two,  the  daughter  cell  becomes  complete  and  free.     By  some  observers 
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defiDite  k&r\'okJm-ttc  changes  in  the  ouclear  structures  have  beenik- 
tu:ri\3t:'l  arf  a'fompanying  the  budding  process.  This  observatioD,  hm- 
(;V(;r,  han  not  Ikh-h  generally  confirmed.  Under  conditions  of  sptrd 
Htretw,  MUch  a.-<  unfavorable  environment  or  lack  of  nutrition,  moA 
yeaHtM  pfisw-ss  the  power  of  forming  sporea.  These,  called  "ascoqwres. 
are  fomir,-d  within  the  yeast  cell  itself,  each  spore  fonnning  a  sepuw 
membrane  of  it.-*  own,  but  all  of  them  lying  well  protected  within  Ik 
original  cell-membrane.  The  number  of  ascospores  formed  is  consUK 
for  eafh  Hperierf,  anil  rarely  exceeds  four. 

The  yeasts  hav<'  b<'en  studied  most  extensively  in  connection  whl 
fermentation  and  are  industrially  of  great  importance  in  the  product!* 


l''i(i.  MI.^Yeast  Cells.    Young  culture  unstained.     (After  Zettnow.) 

of  ivine  luul  hwv.  .\llhoiif;h  Scliwann,  as  early  as  1837,  recogniied  * 
furl  thiit  many  fennentiilions  could  not  occur  without  the  presence^ 
ycitsi,  it  WHH  not  unlil  considenibly  later  that  the  study  of  yeast  fennw- 
liUiun  WHS  jnil  upon  a  .^eicnt ific  basis.  The  typical  fermentative  acti* 
cunsisis  in  ilie  tninsfornuition  of  sugar  into  ethyl  alcohol  accordio| 
111.' following  fornuihi: 

r,  n,,t>,  -  2  0,  lis  OH  +  2C0, 

The  on;^ynu■  by  wliiili  iliis  feiinentation  is  produced  is  known  as ''i 
nia.io."  and  i".  ai-tordiii;;  tn  HinliiiiT.  in  most  rases,  an  endo-eni>iw  I 
whii'h  mny  b.-  juvninHl  frvuu  the  itit  by  expression   in   a  hvdraub  I 
prx'ss.     In  addition  to  thi^,  howovi-r,  the  various  yeasts  also  produM  I 
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other  ferments  by  means  of  which  they  may  split  higher  carbohydrates, 
such  as  saccharose,  maltose,  and  even  starch,  and  prepare  them  for 
action  of  the  zymase.  The  manner  in  which  this  is  accomplished,  and 
the  by-products  which  are  formed  during  the  process,  vary  among 
different  species,  and  it  is  for  this  reason  that  the  employment  of  pure 
cultures  is  of  such  great  importance  in  the  wine  and  beer  industries 
where  differences  in  flavor  and  other  qualities  may  be  directly  dependent 
upon  the  particular  species  of  yeast  employed  for  the  fermentation.  It 
is  due  to  the  work  chiefly  of  Pasteur  *  and  of  Hansen  ^  that  the  beer  and 
wine  industries  have  been  carried  on  along  exact  and  scientific  lines. 

As  the  incitants  of  disease  in  man,  the  yeasts  have  been  much  studied 
since  1894,  when  Busse '  reported  a  case  of  fatal,  generalized  yeast  in- 
fection, beginning  from  a  tibial  bone  abscess.  The  microorganism  which 
was  found  in  this  case  he  named  "  Saccharomyces  hominis."  In  morpho- 
logical and  biological  characters  it  appeared  to  be  a  typical  yeast,  grew 
readily  upon  most  artificial  media,  and  produced  active  fermentation  in 
sugars.  Mycelia  were  not  observed.  When  inoculated  into  animals, 
this  yeast  proved  pathogenic  for  mice  and  rats.  A  peculiarity  of 
Busse's  culture,  observed  since  then  in  the  case  of  many  pathogenic 
yeasts,  was  the  formation  of  gelatinous  capsules,  of  varying  thicknesses, 
about  the  individual  cells,  developing  with  particular  luxuriance  in  the 
animal  lesions. 

In  1896,  Gilchrist  *  described  a  peculiar  skin  disease,  which  he  spoke 
of  as  pseudo-lupus  vulgaris,  in  the  lesions  of  which  he  demonstrated  a 
large  number  of  round,  doubly-contoured  bodies  which,  though  differing 
somewhat  from  Busse's  saccharomyces,  were  unquestionably  members 
of,  or  closely  related  to,  the  family  of  blastomycetes. 

In  the  same  year,  Curtis,*  in  France,  isolated  a  similar  form  from  a 
myxoma  of  the  leg.  Ophiils*  has  described  a  number  of  fatal  cases 
occurring  in  California,  which  at  first  were  wrongly  interpreted  as 
protozoan  in  origin,  but  later  were  determined  by  him  to  be  caused 
by  a  species  of  blastomycetes.  In  a  case  observed  by  Zinsser  ^  simi- 
lar microorganisms  were  isolated  from  an  abscess  of  the  back,  which 


»  Pasteur,  '*  fttudes  sur  la  bi6re/'  Paris,  1876. 

>  Hansen,  "  Prac.  Studies  in  Fermentation,"  London,  1896. 

« Buase,  Cent.  f.  Bakt.,  I,  xvi,  1894,  and  Virch.  Arch.,  140,  1895. 

*  Gilchrist,  Bull.  Johns  Hopkins  IIosp.,  vii,  1896. 

» Curtis,  Ann.  de  Tinst.  Pasteur,  10,  1896. 

^Ophnls,  Jour.  Exp.  Med.,  6,  1901. 

'  Zinsser,  Proc.  N.  Y.  Path.  Soc.  vii,  1907. 
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in  almost  all  respects  corresponded  to  Gilchrist's  cultures.  Animal 
inoculation  in  rabbits  and  guinea-pigs  proved  positive  in  this  case  and 
the  organism  seemed  to  show  selective  action  for  the  lungs  and  spleen. 
In  the  lungs  of  the  animals,  especially,  lesions  were  found  with  surpris- 
ing regularity  even  when  the  inoculation  was  made  intrapcritoneally. 

Cases  of  blastomycotic  infection  in  man  have  been  reported  in  large 
numbers  and  appear  to  be  less  rare  than  they  were  formerly  believed  to 
be.  The  clinical  course  of  the  disease  is  by  no  means  uniform.  A  weD- 
defined  clinical  picture  seems  to  characterize  the  cases  of  blastomycotic 
dermatitis  first  described  by  Gilchrist.  The  eruption  is  very  chronic 
and  begins  usually  as  a  small  pimple  or  papule  with  moderate  induration 
of  the  skin.  Scabs  and  pustules  then  form,  which  discharge  yellowish- 
white  pus.  As  the  lesion  slowly  spreads,  the  older  areas  show  a  tendency 
to  spontaneous  healing.  In  Gilchrist's  *  case,  it  took  four  years  for  the 
lesion  to  spread  two  inches.  When  not  purely  cutaneous,  blastomycotic 
infection  takes  the  form  of  chronic  abscess  formation  occurring  in  various 
parts  of  the  body.  In  the  latter,  metastatic  lesions  in  the  lungs  have 
been  occasionally  observed,  and  in  one  case  cited  by  Ophiils,'  the  lung 
seemed  to  have  been  the  primary  focus. 

The  fact  that  blastomycetes  have  frequently  been  found  in  tumor 
tissue  has  led  several  Italian  observers*  to  assume  an  etiological 
relationship  between  these  microorganisms  and  malignant  growths. 
Absolutely  no  satisfactory  evidence  in  favor  of  such  a  belief  has 
been  advanced,  however,  and  the  yeasts  in  these  condition.s  must  be 
regarded  as  purely  fortuitous  findings. 

In  animals,  diseases  caused  by  members  of  the  yeast  family  have 
been  rcport(Hl  by  various  observers.  The  most  important  communica- 
tion of  this  kind  is  by  Tokishige,^  who  found  these  microorganisms  in  a 
nodular  skin  disease  occurring  among  horses  in  Japan.  Sanfelice* 
has  isolatcMl  similar  microorganisms  from  the  lymph  glands  of  a  hor* 
which  was  apparently  suffering  from  a  primary  carcinoma  of  the  livir. 
The  same  author  has  described  a  member  of  this  group  which  he  obtained 
from  a  ch(H*sy  consolidation  occurring  in  the  lung  of  a  hog. 

Demonstration  of  the  organisms  offers  little  difficulty  either  in  f^c^h 
preparations  of  the  pus  under  a  cover-slip,  or  in  smears  stained  with 


»  Riiford  anfl  Gilchrist,  Johns  Hopkins  Hosp.  Rep.,  i,  1896. 

2  Ophiih,  loc.  cit. 

^San/vtirc.  (Vnt.  f.  B.ikt.,  I,  xxxi,  1902. 

'  Tokishiije,  (Vnt.  f.  Bakt..  I.  xix.  1896. 

*  Sanfelice,  Cent.  f.  Bakt.  I,  xviii.  1895.  ancl  Zeitschr.  f.  Hyg.,  xxi.  1895. 
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thionin,  methylene-blue,  or  the  polychrome  stains.  In  fresh  prepara- 
tions the  addition  of  a  little  NaOH  in  weak  solution  facilitates  the 
search.  When  foun<l,  the  organisms  are  easily  recognized  by  their  size, 
their  highly  refractive  doubly-contoured  cell-membrane,  their  vacuolated 
protoplasm,  and,  most  important,  by  the  discovery  of  budding  forms. 
In  tissue  sections  they  are  recognizable  by  the  ordinary  hematoxylin- 
cosin  technique,  but  may  be  better  demonstrated  by  the  Loeffler  methy- 
lene-blue method  in  use  for  bacterial  tissue-staining.  Excellent  prep- 
arations are  obtained  by  staining  frozen  sections  with  thionin,  a  method 
well  adapted  for  the  demonstration  of  capsules. 

The  cultivation  of  the  blaatoniycctcs  is  comparatively  easy  after 
they  have  once  been  obtained  in  pure  culture.  Their  isolation,  however, 
usually  is  difficult  when  they  occur  in  material  contaminated  with  bac- 
teria. Growing  more  slowly  than  the  bacteria,  cultures  taken  from  such 
contaminate<l  material  usuaLy  show  very  few  yeast  colonies,  No  special 
methods  of  facilitating  the  procedure  have  been  devised,  but  success 
will  often  attend  painstaking  and  oft-repeated  plating  of  the  mixed 
cultures  in  high  dilution.  The  most  favorable  medium  for  this  process  is 
glucose  agar.  When  once  obtained  in  pure  culture,  the  blastomycetes 
can  readily  be  kept  alive  for  indefinite  periods  by  transplantation  re- 
peated ever)'  two  or  three  months.  On  agar  or  glucoKe  agar,  colonies 
appear  after  about  three  or  four  days  as  minute,  glistening,  white 
hemispherical  spots  which  are  not  unlike  colonies  of  staphylococcus 
albus.  Planted  in  agar  stab  cultures,  the  microorganisms  indicate 
their  preference  for  a  well-oxygenated  environment  by  growing  but 
slightly  along  the  course  of  the  stab,  but  by  heaping  up  in  a  thick, 
creamy  layer  upon  the  surface  of  the  medium.  This  layer  in  old 
cultures  may  bo  a  quarter  of  an  inch  high.  At  first  white,  the 
growth,  after  three  or  four  weeks,  may  turn  distinctly  yellow  or  even 
brown.  In  broth,  the  microorganisms  form  a  stringy,  gelatinous,  and 
uneven  cloud.  On  Loeffler'n  blood-serum  media,  and  upon  gelatin, 
growth  is  easily  obtained.  The  gelatin  is  not  liquefied.  Sugar  media 
are  fermented  by  few  of  the  pathogenic  blastomycetes,  a  fact  which 
places  them  rather  in  distinct  contrast  with  the  fermenting  yeasts  used 
in  the  industries. 

Great  and  fundamental  differences  seem  to  exlat  between  the  patho- 
genic species  described  by  various  observers,  and  attempts  at  system- 
atizing the  various  members  of  the  group,  such  as  that  by  Rickets,' 

'  RicktU.  Jour.  Med.  Res.,  6,  1902. 
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have  met  with  almost  insurmountable  obstacles.  Some  of  the  fonn< 
described,  like  that  of  Busse,  have  fermented  sugars  and  have  not 
formed  mycelia,  while  organisms  like  that  of  Gilchrist  did  not  cause 
fermentation  in  carbohydrate  media,  but,  by  their  formation  of  my- 
celia under  certain  conditions,  have  indicated  their  close  relationship 
or  possibly  their  identity  with  the  oidia,  transitional  forms  between 
the  yeasts  and  the  hyphomycetes.  It  is  thus,  in  the  light  of  our  pres- 
ent knowledge  of  these  microorganisms,  quite  impossible  to  establish 
within  this  group  a  distinct  classification  that  is  at  all  reliable. 

In  considering  the  possible  origin  of  blastomycotic  infection  in 
animals  and  man,  it  is,  of  course,  important  that  we  should  have  some 
knowledge  as  to  the  pathogenic  properties  of  the  yeast  met  with  ami 
handled  in  daily  life.  Rabinowitsch,*  with  this  in  view,  has  investigated 
the  pathogenic  properties  of  fifty  different  species  of  yeasts  obtained 
from  fruit,  manure,  dough,  and  other  sources,  and  among  them  found 
only  seven  varieties  that  had  any  pathogenicity  for  rabbits,  mice,  or 
guinea-pigs.  In  most  of  her  successful  inoculations,  however,  the 
disease  produced  in  the  animals  had  but  very  little  resemblance  to  the 
blastomycotic  conditions  observed  in  man. 


1  KatnnoiviUch,  Zeit.  f.  Hyg.,  xxi,  1895. 


CHAPTER  XLVI 

HY^HOMYCETES 

(EumyceteSy  Molds) 

The  hyphomycetes  or  molds  interest  the  bacteriologist  chiefly 
because  of  the  frequency  with  which  they  appear  as  contaminants 
during  bacterial  cultivation,  and  because  they  play  the  r61e  of  incitants 
in  a  few  common  diseases  of  the  skin  and  mucous  membranes. 

Morphologically  they  are  entirely  distinct  from  and  much  more 
complex  than  the  bacteria.  To  the  yeasts  they  are  more  closely 
related,  the  gap  between  the  two  classes  being  bridged  by  certain 
forms  often  spoken  of  as  "oidia"  which,  though  usually  appearing  in 
the  budding  yeast-form,  may  occasionally  grow  out  in  mycelial  threads. 

The  characteristic  feature  of  the  hyphomycetes  as  a  class  is  the 
formation  of  long,  interlacing  filaments  or  threads,  known  as  mycelia. 
From  these,  branches  com*e  off  which  are  spoken  of  as  "hyphae."  Each 
mycelial  thread  possesses  a  well-marked,  doubly-contoured  sheath  or 
cell- wall  and  a  finely  granular  protoplasmic  cell-body,  which,  in  some  of 
the  forms,  is  multinucleated. 

Two  main  classes  of  hyphomycetes  are  distinguished,  the  phycomy- 
ceteSy  and  the  so-called  higher  forms,  or  my  corny  cetes.  The  former  class 
is  characterized  by  the  fact  that  no  partitions  exist  within  the  mycelial 
threads  or  hyphaj,  the  entire  meshwork  of  a  single  microorganism  con- 
sisting of  one  multinucleated  cell.  This  group,  furthermore,  possesses 
the  power  of  reproduction  by  both  a  sexual  and  an  asexual  process. 
The  second  class,  or  the  mycomycetes,  possess  a  mycelial  meshwork 
which  is  divided  into  numerous  partitions,  and  reproduces  usually  by 
the  asexual  process  only. 

The  process  of  reproduction,  upon  the  basis  of  which  the  separation 
of  groups  within  this  class  is  determined,  is  best  illustrated  by  citing  a 
common  example  of  each  of  the  main  divisions. 

As  an  example  of  the  phycomycetes,  the  division  most  commonly 

met  with  upon  contaminated  gelatin  plates,  or  upon  exposed  and  moist 

organic  matter  of  any  description,  is  the  one  spoken  of  as  the  miico- 
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rina.  Most  forms  belonging  to  this  division  appear,  gn 
light,  cotton-like  fluff,  spreading  in  a  thin  fur  over  the  surf 
culture  medium.  Examined  with  the  low  power  of  a  microst 
may  be  seen  a  complicated  network  of  fine  mycdicU  threads,  n 
no  septa  and  from  which  delicate  kyphal  branches  arise.  lo  i 
tion  of  the  asexual  spore  organs  near  the  tip  of  each  hypha 
appears.  The  tip  of  the  hypha  then  gradually  enlarges  an 
spherical  capsule  which  is  known  as  the  aporanffium.     The 


^iiK  mcEDO.     Singlo-cellod  mycelium  with    three    h 
ie  developed  sporangium.    (Aft^r  Kujr,  from  Tavel.) 


portion  of  the  hypha  which  projects  into  the  sporangium  is 
as  th<'  columella.  Within  the  sporangium,  a  large  number 
round  spores  are  formed.  When  these  are  ripe,  the  wall  of 
angium  bursts  mid  the  spores  escape.  Upon  suitable  media, 
myeeliii  tleviiup  from  ihese  spores.  The  s<'xual  reproduction 
curs  in  this  group,  takes  place  in  the  following  way:  From  tv 
placed  in  close  apposition,  lateral  branches  grow  toward  ei 
Those  arc  spoken  of  as  gami-top/iorct.  The  tips  of  the  gam 
soon  come  in  rontact  and,  for  a  time,  their  protoplasm  fre 
communicates.  Ht'ptii  are  then  formed  which  cut  off  from  th 
hyphic  a  central  ceil,  the  zygospore.    This  zygospore  graduall; 
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and,  under  favorable  conditions,  sends  out  a  branch  which  terminates 
in  a  non-aexual  sporangium. 

Among  the  higher  molds,  or  mycomycetes,  various  methods  of 
sporulation  occur,  but  sexual  reproduction  does  not  usually  take  place. 

One  of  the  moat  commonly  found  genera  is  that  of  PeniciUium.  In 
this  form  the  mycelial  threads  are  partitioned  off,  by  many  transverse 
septa,  into  a  number  of  separate  cells.  From  these,  hyphie,  also  sep- 
tate, arc  given  off.  From  the  ends  of  these  hyphic,  germinating 
branches  arise  which  arc  known  as  conidiophorea.  These  conidiophores 
'  divide  into  two  or  three  septate  branches,  the  atengmata.     From  the 


Fia.  146— MucoR  mucedo.  1.  Sponmgium,  c.  columella,  m.  aponngiuiii 
capsule,  xp.  spores.  2.  ColuraelU,  after  bursting  of  BporanKiuin.  3.  Pooriy  do- 
velopc<l  sporangia.  4.  Germinating  spore.  6.  Emptying  of  eponutgium.  (After 
Brcfeid.) 


ends  of  these,  other  aterigmata  may  be  given  off  and  from  the  tip  of 
each  of  these  a  single  chain  of  spores  or  conidia  are  constricted  off. 
The  result  is  an  appearance  not  unlike  a  hand  in  which  the  wrist 
represents  the  conidiophore ;  the  metacarpal  bones,  the  sterigmata;  and 
the  fingers,  the  long  streptococcus-like  chains  of  conidia. 

Similar  to  and  even  more  common  than  the  pcniciltia  are  the  varieties 
known  as  Aspergillus.  These  fonns,  like  the  preceding,  form  delicate 
mycelial  mcshworks  from  which  branches  or  conidiophores  about  3-10 
mm.  in  length, arise.  These  develop  club-shaped  expansions  at  their  free 
ends  and  from  these  club-shaped  expansions  radially  arranged  sterig- 
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mata  ariae.     On  the  enils  of  these  aterigmata  spores  or  conidia 
similar  to  those  developed  by  penicillium. 

Other  forms  of  sporulation  occur  within  this  group.  Thus,  tubulu 
spore  capsules  may  be  formed  within  the  end  segments  of  the  hyphs, 
known  aa  ascospares.  In  other  cases,  within  a  mycelial  threatl,  * 
swelling  may  take  place  into  which  protoplasm  flows  from  the  neighbor^ 
ing  cells,  at  both  ends.     In  this  way,  an  oval  spore  case  is  dcTeloped 


Fio.  147. — MucoR  wrcEDO.  Formation  iif  iiypiapore.  1.  Two  brancbM  ei* 
lescing.  2  and  3.  Process  of  coDjugBtioa.  4.  Ripe  zygospore.  5.  GerminsUnn 
of  lygoapore.  6  and  7,  Muair  mclu».  Aiygci  sponiliition.  No  two  hnnchn 
meet,  but  furm  spores  without  conjugation.  8  and  0.  Afunir  tenuia.  Aiyp 
sponilation.  The  spores  grow  out  from  side  braucbea  without  sczua]  imion.  (M 
after  Brefeld;  6-0  after  Bainier,  from  Tavel.) 

within  the  course  of  the  mycelial  thread.  This  is  known  as  a  chiam^ 
dospore.  The  segments  on  each  sitic  of  the  chlaniydospore  die  out 
and  the  spore  capsule  is  liberated  from  the  mycelium. 

The  classification  of  the  various  divisions  of  the  hyphomycetes  is  t 
problem  requiring!  much  study  and  great  botanical  insight,  and  aa 
hariUy  be  discussed  in  a  general  work  on  baet«rio!ogj'. 

Upon  artificial  media,  the  members  of  this  group  arc  not  at  alt 
fastidious,  growing  easily  upon  organic  matter  of  all  kiutls.  provided 
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moisture  is  present.  In  laboratories  they  are  frequently  found  as  con- 
taminants, and  in  order  to  procure  them  for  purposes  of  study  it  is  only 
necessary  to  expose  agar  or  gelatin  plates  in  a  dusty,  dark  comer.  In 
households  they  are  frequently  found  growing  in  store-rooms  upon  stale 
bread,  shoes,  leather  trunks,  and  on  remnants  of  food.  Most  of  them 
prefer  an  acid  environment  and  are  dependent  upon  a  free  supply  of 
oxygen.  At  room  temperature  they  grow  more  readily  than  at  the 
usual  incubator  temperature. 

DISEASES   CAUSED  BT  HYPHOMTOETES 

Pityriasis  versicolor  (Microsporon  furfur), — Pityriasis  is  a  disease 
of  the  skin  observed  chiefly  among  persons  living  under  conditions  of 
uncleanliness,  or  among  those  who  combine  these  conditions  with  a 


Fig.  148. — Mucor  ramosus.    Ripe  sporangia  on  columella.    (After  Lindt.) 


tendency  to  profuse  perspiration.  It  begins  as  a  small,  light  brown  or 
yellowish  patch  upon  the  skin  of  the  abdomen,  breast,  or  back,  is  flat 
and  barely  raised  from  the  cutaneous  surface.  It  spreads  and  coalesces 
with  similar  spots  until  the  entire  area  resembles  strongly  the  figures  of 
a  map  with  irregular  continents  and  islands.  The  disease  does  not 
penetrate  into  the  skin  itself,  but  consists,  as  Plant  has  pointed  out,  of  a 
simple  saprophytism  of  the  inciting  agent  upon  the  skin. 

The  condition  is.  caused  by  a  member  of  the  group  of  Hyphomycetes, 
discovered  in  1846  by  Eichstedt,  and  later  named  Microsporon  furfur. 
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The  microorgaiuBm  consists  of  &  dense  moshwork  ot  mya 
from  which  septate  hyphie  arise  in  larige  numbers.  J'Vddi 
these,  spores  arise  in  niws,  after  the  maziner  depicted  for 
(Fig.  149).  The  hyph«,  according  to  Unna,'  show  a  el 
bending  at  right  angles,  due  to  a  slight  flattening  ot  their 
Characteristic  of  the  microsporon  proper,   in  preparations 


FiQ.  149,— PBNiriLUVM  tiLArcuM.  .4.  Showing  geptata  mycelia.  S 
hypha — hninchinj!  into  two  conidiophores,  from  which  are  given  off  the  fl 
From  tlic  ends  of  thpue  are  developed  ihe  round  conidia.    (After  Zopf.) 

{'iiluncouB  srrapinga,  are  the  fragments  of  bent  hyphae  and  1 
luiiiibera  of  frco  spores. 

Cultivation  of  Microsporon  furfur  has  been  successfully 
out  by  ninuy  observers.^  Cirowth  is  particularly  characteris 
potato,  white  or  yellowish-white  colonics  appearing  within  fou 
(lays  and  rapidly  spreading  over  the  entire  surface  of  the  potat< 

'  Unna.  "  HiHtopathol,  of  Skin,"  tmasl.,  N.  Y.,  Macmillaii,  1896. 
■  Koljar,  Kef.  Bauingarten's  Jahresbericht,  1892. 


Ua  HYPHOMYCETES  629 

PHI       Thrush  (Soor  or  Muguei ;   Oidium  albicans), — ^Thrush  is  a  localized 

ie  disease  of  the  mouth  occurring  most  frequently  in  children  suflFering 

2r  from  malnutrition  or  it  occurs,  under  conditions  of  uncleanliness,  upon 

'  £«  an  area  of  catarrhal  inflammation  of  the  mucous  membrane. 

rj2         The  microorganism  which  causes  the  condition  was  first  described 

jrircby  Langenbeck  in  1839,  and  has,  since  then,  been  studied  by  many 

observers.     It  was  successfully  cultivated  by  Grawitz  '  in  1886  and 

recognized  by  him  as  belonging  to  the  hyphomycetes.    The  most  careful 

cultural  studies  which  have  been  made  upon  the  Oidium  albicans  are 

those  of  Linossier  and  Roux.' 

c 


V 


Fig.  150. — Aspergillus   glaucus.     m.  Mycelial  threads.     «.  Sterigmata. 
**  r.  Ascospore.    p.  Germinating  conidium.    A .  Ascus.    (After  de  Bary.) 

^  Morphologically,  the  oidium  consists  of  budding  cells,  resembling 
bT*  those  of  yeast,  which,  under  certain  conditions,  can  produce  mycclia 
p^  and  hyphae  from  which  spores  are  developed.    Two  main  varieties  arc 

described,  that  which  produces  large  spores  and  liquefies  gelatin  in 
^  culture,  and  that  which  gives  rise  to  smaller  spores  and  fails  to  liquefy 

gelatin.  In  many  cases  only  the  yeast-like  budding  cells  can  be  found; 
■    these,  however,  when  subjected  to  unfavorable  cultural  conditions,  may 

be  induced  to  send  out  hyphae  and  form  spores.     Like  yeasts,  but  to  a 

lesser  degree,  the  Oidium  albicans  causes  fermentation  in  sugars.     It 


»  Grauritz,  Virch.  Arch.,  1886. 

>  Linossier  and  Rauz,  Comptes  rend,  de  Tacad.  des  sci.,  1889. 
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develops  best  under  slightly  acid  conditions  and  in  the  presence  o 
oxygen,  upon  gelatin  and  agar. 

FaTus  (Achorion  Schoenleinii). — Favus  is  a  disease  atU 
chiefly  the  hairy  portions  of  the  body  of  man  and  some  domestic  ani 
In  man,  it  is  found  moa*  frequently  in  undernourished  children  upc 
scalp.  It  is  a  diacaae  of  extremely  chronic  course  and  is  very  rca 
to  treatment.  Beginning  as  a  small  erythematous  spot,  it  Boon  ie\ 
into  small  sulphur-yellow  cupped  cniata,  which  are  placed  usually : 
the  base  of  a  hair.  These  may  spread  and  coalesce.  The  small  i 
tatcd  crust  is  spoken  of  as  a  scutulum.  When  such  a  scutulum 
moved  and  examined  under  a  microscope,  teased  out  in  a  few  drc 


-Thrush.    Oidium  albicans,  stained.     (After  Zettnow.) 


strung  sodium  hydrate  solution  {20  per  cent),  the  incitant  of  the  di 
may  be  easily  recognized  and  studied.  In  such  R  preparation  the 
ter  of  the  scutulum  is  fuuud  to  be  made  up  chiefly  of  small  doi 
contoured  spores  whicli  an-  irregularly  oval  or  round,  and  may  b 
rangod  in  chains,  lying  scattereti  among  an  extremely  dense  medit 
of  tijip  niyct'liai  tlin^ads.  Toward  the  periphery  of  the  scutulum, 
siHin's  arc  ic*<  numerous  nnti  the  looser  arrangement  of  the  mealii 
[x-nnits  u,i  to  distinguish  distinct  filaments  of  mycelia  which 
off  hyphii'.  the  ciuis  of  which  are  often  swollen  into  small  ka 
The  interior  of  the  scutulum  usually  contains  a  pure  culture  of 
fung\is. 
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Many  varietiea  of  achorion  have  been  described,  but  Plaut '  believes 
:hat,  at  the  present  time,  it  is  not  possible  to  separate  these  from  one 
mother,  owing  to  the  fact  that  selective  cultivation  baa  succeeded  in 
Jtering  many  of  the  characteristics  displayed  by  many  of  the  strains. 
The  same  observer  recommends  the  following  method  for  obtaining  pure 
:ultures  of  this  microorganism.  As  much  of  the  material  as  can  be 
onveniently  obtained  is  gently  rubbed  up  in  a  sterile  mortar  with  fine 
and  or  infusorial  earth.  The  triturated  material  is  then  inoculated  into 
luid  agar  and  plates  arc  poured. 

Ordinary  streaked  plates  upon  agar  may  also  be  used  with  auccesa 
trith  material  directly  from  the  centers  of  scutula. 


^   w 


Pig.  152.— Thrdbh.   Oidimn  albicaos,  unaUined.     (After  Zettnow.) 

The  achorion  grows  beat  upon  acid  agar  at  a  temperature  of  37,5"  G. 
Jrowth  appears  within  from  forty -eight  hours  to  three  days  as  yellowish 
lisks,  which  occasionally  may  be  slightly  furred  with  aerial  hyphie. 

Ringworm  (Trkhopkyton  tonsurans). — Ringworm,  Tinea  circinata, 
ir  Herpes  tonsurans,  is  a  contagious  disease  of  the  skin  and  hair,  occur- 
ing  most  often  in  children  and  appearing  upon  both  the  haired  portions 
■f  the  body,  as  well  as  upon  free  skin.  It  is  characterized  by  the  forma- 
ion  of  circular  scaly  patches,  within  which  the  hairs  fall  out. 

The  disease  is  caused  by  several  species  of  the  trichophyton,  a  genus 
f  hyphomycctes.     These  microorganisms  were  first  recognized  as  incj- 


•  Plavl.  in  KoUe  und  Wai 
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tantB  of  tlie  disease  by  Gruby*  in  1841,  and  were  most  thorou{]i 
studied  later,  by  Sabouraud.'  The  fungi  consist  of  finely  ioterlic 
narrow  septate  mycclia,  within  which  characteristic  swellings  xpft. 
P'rom  these  swellings,  chlamydospores  develop.  Hyphie,  bothaeiisli 
dt^^p,  grow  out  of  the  mycelial  threads,  on  the  ends  of  which  asot^ 
nmy  develop.  In  the  diseased  skin,  the  fungi  gro^v  chiefiy  within  [ 
hair  sheath,  causing  an  area  of  secondary  inflammation  about  the  bi 
of  the  hair.  The  infection  probably  begins  first  in  the  epidermis  f^ 
rounding  the  hairs,  from  which  it  then  spreads  into  the  hair  bulb  a: 
thence  grows  up  into  the  substance  of  the  hair  in  which  mycelial  thre* 


Fid.  15.1. — AcHORioN  Schoenleinii.     Section  of  favus  crust. 
Gram.    (After  Fra«nkel  and  PfeifTer.) 


and  spores  develop  in  large  numbers.  The  demonstration  of  the  mi'* 
organisms  from  a  cai^e  can  easily  be  accompliBhed  by  epilatin;* 
nfTccted  hair,  making  sure  that  the  hair  bulb  has  been  removed.  T- 
is  then  immersed  under  a  cover-slip  in  a  drop  of  sodium  hydral* 
potasaiura  hydrate  solution  and  examined  under  the  microscope. 
this  way  enormous  numbers  of  short  mycelial  threads  and  sporwi* 
be  set'ii  to  lie  within  the  bulb.  Many  varieties  of  these  fungi  have  V 
describfnl  from  different  cases.     Their  intentlationship  is  not  enti"- 

>  Cruht/,  Comptes,  rpml.  <Io  I'acad.  des  Bci.,  13.  1841. 

'  SalmuraiiJ.  Aim.  de  dcnimt.  ct  de  syph.,  3,  1892,  and  4,  1893. 
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:  clear.     In  general,  a  division  is  made  between  those  which  develop  large 
:  spores  and  a  more  conmion  smallnspored  variety. 

c  Cultivation  is  comparatively  simple  and  is  best  carried  out  upon 
i  acid  glucose  agar  or  gelatin.  Upon  such  media,  within  five  or  six  days, 
r  mycelial  threads,  which  are  septate  and  form  chlamydospores,  may  be 
J  observed.  Pigment,  reddish  or  brown,  is  occasionally  noted.  Gelatin 
;;  is  liquefied.  The  disease  may  be  produced  with  such  cultures  upon 
-  guinea-pigs.  In  man,  the  disease  is  usually  acquired  by  infection  from 
.   patient  to  patient. 

Other  DiseaseB  in  which  Hyphomycetes  have  been  Found. — ^A  number 
of  cases  have  been  described  in  which  members  of  this  group  have 
been  found  at  autopsy  in  the  lungs  of  persons  dying  of  bronchopneu- 
monia.^    In  most  of  these  cases,  the  fungus  found  belonged  to  the 
aspergillus  group  and  was  regarded  as  a  merely  secondary  invader. 
A  few  cases,  however,  have  been  reported  in  which  the  fungus  was  re- 
garded as  the  primary  cause  of  the  disease.     A  single  case  is  on  record, 
in  which  an  intestinal  infection  with  a  member  of  the  genus  mucor 
resulted  in  a  generalized  infection  with   pulmonary  and   secondary 
cerebral  abscesses.     In  birds,  a  disease  of  the  lungs  has  long  been 
known  to  be  due  to  various  species  of  aspergillus.     In  many  domestic 
animals,  diseases  of  the  skin  and  hair  occur  which  are  caused  by  micro- 
organisms similar  to,  or  identical  with,  those  occurring  in  man. 


Sticker,  Nothnagel,  "  Spez.  Path.  u.  Ther.,"  14, 1900. 
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CHAPTER  XLVII 
RABIES 
{Hydrophobia  y  Rage,  Lyssa,  HundswiUh) 

Rabies  is  primarily  a  disease  of  animals,  infectious  for  practically 
ail  the  mammalia,  but  most  prevalent  among  camivora,  dogs,  cats,  and 
wolves.  It  is  said  also  to  occur  spontaneously  among  skunks  of  the 
southwestern  United  States,  and  is  readily  inoculable  upon  guinea-pigs, 
rabbits,  mice,  rats,  and  certain  birds,  chickens  and  geese  being  especially 
susceptible.  Man  is  subject  to  the  disease.  Infection  usually  occurs  as 
a  consequence  of  the  saliva  of  rabid  animals  gaining  entrance  to  wounds 
from  bites  or  scratches.  The  disease  is  prevalent  to  an  alarming  extoit 
in  all  civilized  countries  except  England,  where  the  careful  supervision  of 
dogs,  enforcement  of  muzzling  laws,  and  rigid  legislation  regarding  the 
importation  of  dogs,  have  caused  a  practical  eradication  of  the  disease 
in  that  country.  A  fair  estimate  of  the  prevalence  of  the  disease  may 
be  obtained  from  the  statistics  of  animals  dying  or  killed  because  of 
rabies  in  different  countries.  In  Germany,  according  to  Kolle  and 
Hetsch,  during  the  fifteen  years  ending  in  1901,  there  were  9,069  dogs, 
1,664  cattle,  191  sheep,  110  horses,  175  hogs,  79  cats,  16  goats,  1  mule, 
and  1  fox  affected  with  rabies.  In  the  eastern  United  States  the  dfe- 
ease  is  not  uncommon.  The  statistics  of  the  New  York  Department 
of  Health,  for  a  period  of  six  months  ending  December  31,  1907,  show 
74  cases  of  rabies  among  dogs  in  the  city  of  New  York  and  vicinity. 
Among  human  beings  the  disease  is  no  longer  conmion  in  civilized 
countries,  since  early  preventive  treatment  is  successfully  applied  in 
almost  all  infected  subjects. 

Experimental  infection  in  susceptible  animals  is  best  carried  out  by 
injections  of  a  salt-solution  emulsion  of  the  brain  or  spinal  cord  of  an 
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afflicted  animal,  subdurally,  through  a  trephined  opening  in  the  skull, 
but  may  also  be  accomplished  by  injection  into  the  peripheral  nerves, 
the  spinal  canal,  or  the  anterior  chamber  of  the  eye.  Intravenous  and 
intramuscular  injections  are  also  successful,  though  less  regularly  so. 

The  time  of  incubation  after  inoculation  varies  with  the  nature  of  the 
virus  used,  the  location  of  the  injection,  and  the  quantity  injected.  In 
accidental  infections  of  man  and  animals  the  incubation  is  shortest  and 
the  disease  most  severe  when  the  wounds  are  about  the  head,  neck,  and 
upper  extremities  and  are  deeply  lacerated.  This  is  explained  by  the 
fact  that  the  poison  is  conveyed  to  the  central  nervous  system  chiefly 
by  the  path  of  the  nerve  trunks.  This  has  been  experimentally  shown 
by  di  Vestea  and  Zagari  *  who  inoculated  animals  by  injection  into 
peripheral  nerves,  and  showed  that  the  nerve  tissue  near  the  point  of 
inoculation  becomes  infectious  more  quickly  than  the  parts  higher  up; 
thus  the  lumbar  cord  of  an  animal  inoculated  in  the  sciatic  nerve  is  in- 
fectious several  days  before  virus  can  be  demonstrated  in  the  medulla. 

In  man,  infected  with  "  street  virus,"  that  is,  with  the  virus  of  a  dog 
or  other  animal  not  experimentally  inoculated,  the  incubation  period 
varies  from  about  forty  to  sixty  days.  Isolated  cases  have  been  reported 
in  which  this  period  was  prolonged  for  several  months  beyond  this. 

The  virulence  of  rabic  virus  may  be  markedly  increased  or  diminished 
by  a  number  of  methods.  By  repeated  passage  of  the  virus  through 
rabbits,  Pasteur '  was  able  to  increase  its  virulence  to  a  more  or  less 
constant  maximum.  Such  virus  which  had  been  brought  to  the 
highest  obtainable  virulence,  he  designated  as  "virus  fixe."  Inocu- 
lation of  rabbits,  dogs,  guinea-pigs,  rats,  and  mice  with  such  virus 
usually  results  in  symptoms  within  six  to  eight  days.  The  same  animals 
inoculated  with  street  virus  may  remain  apparently  healthy  for  two  to 
three  weeks. 

In  dogs  and  guinea-pigs  inoculation  usually  results  first  in  a  stage 
of  increased  excitability,  restlessness,  and  sometimes  viciousness.  This 
is  followed  by  depression,  torpor,  loss  of  appetite,  inability  to  swallow, 
and  finally  paralysis.  In  rabbits  the  disease  usually  takes  the  form  of 
what  is  known  as  "  dumb  rabies,"  the  animals  gradually  growing  more 
somnolent  and  weak,  with  tremors  and  gradual  paralysis  beginning  in 
the  hind  legs. 

In  experimentally  infected  birds  the  disease  is  slow  in  appearing  and 

>  di  Vestea  and  Zagari,  Ann.  de  Tinst.  Pasteur,  iii. 

>  Pasteur*8  work  on  rabies.  Compt.  rend,  de  Facad.  des  scienoes,  1881, 1882, 1884, 
1885,  1886,  and  Ann.  de  I'inst.  Pasteur,  1887  and  1888. 
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may  show  a  course  of  gradually  increasing  weakness  and  progressive 
paralysis  extending  over  a  period  of  two  weeks  after  the  appearance  of 
the  first  symptoms. 

In  man,  the  disease  begins  usually  with  headache  and  nervous  de- 
pression. This  is  followed  by  difficulty  in  swallowing  and  spasms  of  the 
respiratory  muscles.  These  symptoms  occur  intermittently,  the  free 
intervals  being  marked  by  attacks  of  terror  and  nervous  depression. 
Occasionally  there  are  maniacal  attacks  in  which  the  patient  raves  and 
completely  loses  self-control.  Finally,  paralysis  sets  in,  ending  event- 
ually in  death. 

Pathological  examination  of  the  tissues  of  rabid  animals  and 
human  beings  reveals  macroscopically  nothing  but  ecchymoses  in  some 
of  the  mucous  and  serous  membranes.  Microscopically,  however,  many 
abnormal  changes  have  been  observed  and  were  formerly  utilized  in 
histological  diagnosis  of  the  condition.  Babes  *  has  described  a  disap- 
pearance of  the  chromatic  elements  in  the  nerve  cells  of  the  spinal  cord. 
This  observation  has  been  confirmed  by  others,'  but  is  no  longer  regarded 
as  pathognomonic  of  rabies.  The  same  observer  has  described  a 
marked  leucocytic  infiltration  which  occurs  about  the  blood-vessels  of 
the  brain  and  about  the  ganglia  of  the  sympathetic  system.  These 
changes  are  not  found  in  animals  infected  with  virus  fixe  and  are  present 
only  in  animals  and  human  beings  inoculated  with  street  virus. 

The  causative  agent  of  rabies  is  not  known.  A  number  of  observers 
have  reported  the  cultivation  of  bacteria  from  the  central  nervous 
system  of  infected  subjects;  none  of  these  claims,  however,  has  found 
confirmation. 

In  1903,  Xegri'  of  Pavia  described  peculiar  structures  which  he 
observed  in  the  cells  of  the  central  nervous  system  of  rabid  dogs.  WTiile 
present  in  all  parts  of  the  brain,  these  "  Negri  bodies  "  are  most  regularly 
present  and  numerous  in  the  larger  cells  of  the  hippocampus  major  and 
in  the  Purkinje  cells  of  the  cerebellum.  The  presence  of  these  structures 
in  rabid  animals  and  man  has  been  confirmed  by  a  large  number  of 
workers  in  various  parts  of  the  world  and  the  specific  association  of  these 
bodies  with  the  disease  is  now  beyond  doubt.  In  consequence,  the 
determination  of  "  Negri  bodies  "  in  the  brains  of  suspected  animals  has 
become  an  extremely  important  method  of  diagnosis — more  rapid  and 
accurate  than  the  methods  previously  known. 

»  Babes,  Virch.  Arch.,  110,  and  Ann.  de  Tinst.  Pasteur,  6,  1892. 
2  Van  Gehuchien,  Bull,  de  Tacad.  de  m6d.  et  biol.,  1900. 
»  Negri,  Zeit.  f.  Hyg.,  xliii  and  xliv. 
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The  demonstration  of  Negri  bodies  in  tissues  is  carried  out  as  follows: 
A  small  piece  of  tissue  is  taken  from  the  cerebellum  or  from  the  center 
of  the  hippocampus  major  (comu  ammonis),  and  is  fixed  for  twelve 
hours  in  Zenker's  fluid.  It  is  then  washed  thoroughly  in  water  and 
dehydrated  as  usual  in  graded  alcohols,  embedded  in  paraffin,  and 
sectioned.  The  sections  are  best  stained  by  the  method  of  Mann,  as 
follows: 

The  sections,  attached  to  slides  in  the  usual  way,  are  immersed  in  the  follow- 
ing solution  for  from  twelve  to  twenty-four  hours. 

Methylene-blue  (Gruebler  00),  1  per  cent 35  c.c. 

Eomn  (Qruebler  BA),  1  per  cent 35  c.c. 

Distilled  water 100  c.c. 

They  are  then  differentiated  in: 

Absolute  alcohol 30  c.c. 

Sodium  hydrate,  1  per  cent  in  absolute  alcohol 5  c.c. 

In  this  solution  blue  is  given  off  and  the  sections  become  red.  After  about  five 
minutes  the  sections  are  removed  from  this  solution,  are  washed  in  absolute  alco- 
hol, and  are  placed  in  water  where  they  again  become  faintly  bluish.  It  is  of 
advantage  to  immerse  them,  now,  in  water  slightly  acidified  with  acetic  acid. 
Following  this  they  are  dehydrated  with  absolute  alcohol  and  cleared  in  xylol,  as 
usual. 

In  preparations  made  in  this  way,  the  nerve  cells  are  stained  a  pale 
blue,  and  in  their  cytoplasm,  lying  either  close  to  the  nucleus  or  near  the 
root  of  the  axis-cylinder  process,  are  seen  small  oval  bodies  stained  a  deep 
pink.  The  bodies  are  variable  in  size,  measuring  from  1  to  27  micra  in 
diameter.  They  are  round  or  oval,  show  a  more  deeply  stained  periph- 
eral zone  which  has  been  interpreted  as  a  cell  membrane,  and,  in  their 
interior,  often  show  small  vacuole-like  bodies.  There  may  be  more  than 
one,  often  as  many  as  three  or  four,  in  a  single  cell. 

The  rapid  demonstration  of  Negri  bodies  in  smears  of  brain  tissue 
has  recently  been  advocated  by  many  observers  and  has  been  extensively 
used  for  diagnosis.  It  is  carried  out,  according  to  Van  Gieson,'  in  the 
following  way:  A  small  pin-head-sized  piece  of  brain  tissue  from  the 
regions  indicated  above,  is  placed  on  one  end  of  a  slide  under  a  cover- 
glass  and  the  cover  is  gently  squeezed  with  the  finger  until  the  tissue  is 
flattened  out  into  a  thin  layer.  The  glass  cover  is  then  gently  shifted 
across  the  slide  until  the  brain  tissue  is  smeared  along  the  entire  surface. 
These  smears  may  be  fixed  in  methyl  alcohol  and  stained  by  the  Giemsa 

>  Van  Gieson,  Proc  of  N.  Y.  Pathol.  Soc.,  N.  S.,  iv,  1906. 
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method,  as  described  in  the  chapter  on  Spirochsete  pallida  (see  page 
587). 

Stained  in  this  way,  the  Negri  bodies  are  stained  light  blue,  in  con- 
trast to  the  darker  and  more  violet  cell-bodies. 

The  smears  may  also  be  stained  by  a  method  originated  by  Van  Gieson, 
which  gives  an  excellent  contrast  stain  and  reveals  more  clearly  the  inner 
structure  of  the  Negri  bodies.     Van  Gieson's  stain  is  prepared  as  follows: 

Distilled  water 10  c.c. 

Saturated  alcoholic  solution  of  rosanilin  violet 2  dropa. 

Saturated  aqueous  solution  of  methylene-blue  diluted  one-half 

with  water 2  dropa. 

This  method  has  been  modified  by  Williams  and  Lowden/  who  add 
to  10  c.c.  of  distilled  water  3  drops  of  saturated  alcoholic  basic  fuchan 
and  2  c.c.  of  Loeffler's  methylene-blue.  The  slides  are  fixed  in  methyl 
alcohol,  washed  in  water,  and  covered  with  the  freshly  prepared  stain. 
The  slide  is  hold  over  the  flame  until  the  solution  steams  and  is  then 
rinsed  in  water  and  dried.  The  Negri  bodies  assume  a  brilliant  hue  and 
contain  in  their  interior  darkly  stained,  irregular  particles  which  have 
been  interpreted  as  chromatin  bodies.  As  to  the  nature  of  the  Negri 
bodies  opinions  are  still  divided.  Their  constant  presence  in  rabie 
brain  tissue  is  unquestioned  and  their  diagnostic  significance  weD 
established.  Cultivation  experiments,  however,  have  been  uniformly 
unsuccessful.  A  number  of  observers,  Negri  himself,  Calkins/  William? 
and  Lowden,"**  and  others,  believe  these  bodies  to  be  protozoa.  The 
last-named  authors  base  this  opinion  upon  the  definite  morphology  of 
the  bodies,  and  their  staining  properties,  which  in  many  respects  are 
similar  to  those  of  protozoa.  These  observers  also  claim  that  the  mor- 
pholog}'  of  the  bodies  shows  a  number  of  regular  cyclic  changes  which 
are  found  accompanying  different  stages  of  the  disease;  these  change? 
correspond,  according  to  these  workers,  to  similar  cycles  occurring  amon; 
known  protozoa  of  the  suborders  of  the  class  ^^Sporozoa."  Much  has 
be(»n  said  for  and  against  this  view,  but,  at  the  present  time,  the  evi- 
dence collected  does  not  warrant  the  positive  assertion  that  the  Negri 
bodies  are  parasitic  in  nature.  Many  pathologists  still  look  upon 
them  as  spectific  degenerations  of  the  nerve-cells  similar  to  the  changeii 
observed  bv  Babes. 


>  Williams  and  Lowtlen,  Jour.  Inf.  Dis.,  3,  1906. 

2  Calkins,  Discussion,  Proc.  N.  Y.  Pathol.  Soc,  N.  S.,  vol.  vi,  1906. 

>  Williams  and  Lowden,  loc.  cit. 
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The  Specific  Therapy  of  Babies. — ^The  treatment  which  is  now  pro- 
phylactically  applied  to  patients  infected  with  or  suspected  of  infection 
with  rabies  has  been  but  little  altered  either  in  principle  or  in  technical 
detail  since  it  was  first  worked  out  by  Pasteur.  In  principle  it  con- 
sists of  an  active  immunization  with  virus,  attenuated  by  drying,  admin- 
istered during  the  long  incubation  period  in  doses  of  progressively 
increasing  virulence. 

By  the  repeated  passage  of  street  virus  through  rabbits,  Pasteur 
obtained  a  virus  of  maximum  and  approximately  constant  virulence 
which  he  designated  as  virus  fixe.  By  a  series  of  painstaking  experi- 
ments he  then  ascertained  that  such  virus  fixe  could  be  gradually  at- 
tenuated by  drying  over  caustic  potash  at  a  temperature  of  about  25** 
C,  the  degree  of  attenuation  varying  directly  with  the  time  of  drying. 
Thus,  while  fresh  virus  five  regularly  caused  death  in  rabbits  after 
six  to  seven  days,  the  incubation  time  following  the  inoculation  of  dried 
virus  grew  longer  and  longer  as  the  time  of  drying  was  increased,  until 
finally  virus  dried  for  eight  days  was  no  longer  regularly  infectious 
and  that  dried  for  twelve  to  fourteen  days  had  completely  lost  its 
virulence. 

The  method  of  active  immunization,  which  Pasteur  used,  consisted 
in  injecting,  subcutaneously,  virus  of  progressively  increasing  viru- 
lence, beginning  with  that  derived  from  cords  dried  for  thirteen  days 
and  gradually  advancing  to  a  strong  virus.  Thus  the  patient  was  im- 
munized to  a  potent  virus  several  weeks  before  the  incubation  time  of 
his  own  infection  had  elapsed.  Pasteur  successfully  proved  the  efficacy 
of  his  method  upon  dogs  and  finally  upon  human  beings,  the  first 
human  case  being  that  of  a  nine-year-old  child, — ^Joseph  Meister. 

Technique  op  Rabies  Therapy. — ^The  technique  developed  by 
Pasteur  is  still,  in  the  main,  followed  by  those  who  treat  rabies  to-day. 

I.  As  a  preliminary,  it  is  necessary  to  prepare  or  obtain  virus  fixe. 
This  may  generally  be  procured  from  an  established  laboratory  or  may 
be  prepared  independently  by  passing  street  virus  through  a  series  of 
young  rabbits  (weighing  from  700  to  1,000  gms.).  According  to  H6g>'es,* 
the  passage  of  the  virus  through  twenty-one  to  thirty  rabbits,  in  this 
way,  will  reduce  its  incubation  time  to  seven  or  eight  days.  Babes 
claims  to  obtain  a  virus  fixe  more  rapidly  by  passing  the  virus  alter- 
nately through  rabbits  and  guinea-pigs. 

For  purposes  of  inoculation,  virus  is  prepared  by  emulsifying  in 


>  HdgyeM,  Quoted  from  Kraus  and  Levaditi,  *'Handb./'  etc.,  I. 
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sterile  salt  solution,  pieces  of  the  medulla  or  cerebellum  of  animals  dad 
of  a  previous  inoculation.  The  brain  tissue  which  is  not  emulsified  m&v 
be  preserved  under  sterile  glycerin  in  a  dark  and  cool  place  for  fur- 
ther use. 

II.  Rabbits  are  inoculated  with  virus  fixe  by  intracranial  injectiwi 
A  small  incision  is  made  in  the  shaved  scalp  in  the  median  line,  and  the 
skin  is  retracted.  With  a  small  trephine  or  a  round  chisel,  an  openinf 
is  made  in  the  skull  in  the  angle  between  the  coronary  and  sagittal 


Fig.  154. — Method  of  Drying  Spinal  Ck)RD  of  Rabbit  for  Purposes  or 

Attenuation. 


sutures.  Through  this  opening  about  0.2  to  0.3  c.c.of  the  tnrus  fixe  is  in- 
jected, either  directly  into  the  brain  substance  or  simply  under  the  dura. 

As  soon  as  a  rabbit  so  inoculated  has  died  it  is  autopsied.  The 
animal  before  dissection  should  be  washed  in  a  disinfectant  solution— 
lysol  or  carbolic  acid.  The  skin  is  then  removed  and  the  animal  fastened 
to  a  dissecting  board,  lying  on  its  ventral  surface.  The  spinal  canal  i? 
then  laid  open  with  a  pair  of  curved  scissors  and  the  spinal  cord  carefully 
removed.  This  is  accomplished  by  cutting  across  the  cord  in  the  lumbar 
region,  and  lifting  this  with  a  forceps  while  the  nerve  roots  aredi\ndei1 
from  below  upward. 

The  cord  is  suspended  by  a  sterile  thread  within  a  large  bottle  into 
the  bottom  of  which  pieces  of  potassium  hydrate  have  been  placed. 
The  bottle  is  then  set  away  in  a  dark  room  or  closet,  the  temperature  of 
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which  is  regulated  so  as  to  vary  little  above  25°  C.  Bacteriological 
controls  as  to  the  sterility  of  the  cord  should  also  be  made. 

After  a  suitable  period  of  drying,  pieces  of  the  cord  are  prepared 
for  injection.  This  is  done  in  various  ways  at  different  laboratories. 
No  attempt  at  exact  dosage  is  made.  At  the  New  York  Depart- 
ment of  Health  1  cm.  of  the  cord  is  emulsified  in  3  c.c.  of  sterile 
eight-tenths  per  cent  salt  solution,  the  dose  for  injection  being  usu- 
ally 2.5  c.c.  Marx  *  emulsifies  1  cm.  of  the  cord  in  5  c.c.  of  sterile 
bouillon  or  salt  solution,  using  1  to  3  c.c.  of  this  for  injection  according 
to  the  age  of  the  cord.  For  shipment  an  addition  of  20  per  cent  of 
glycerin  and  0.5  per  cent  of  carbolic  acid  is  made. 

The  scheme  of  treatment  is  also  subject  to  variations  according  to 
the  individual  customs  of  various  laboratories.  The  following  scheme 
is  the  routine  of  the  Pasteur  Institute  in  Paris,  as  quoted  in  Kraus 
and  Levaditi,  "Handbuch  fiir  Immunitatsforschung,"  Vol.  I,  p.  713. 


Day  of 
Treatment. 

Mild  Cased. 

Medium  Cases. 

Severs  Cases. 

Days  of 
Drying. 

Dose. 

Days  of  Drying. 

Dose. 

Days  of  Drying. 

Dose. 

1 

14  +  13 

3  c.c. 

14  +  13 

3  C.C. 

A.M.14+13P.M.12  +  11 

3  c.c. 

2 

12+11 

3  c.c. 

12+11 

3  c.c. 

A.M.lO  +  9    P.M.   8+7 

3  c.c. 

3 

10+9 

3  c.c. 

10+9 

3  c.c. 

A.M.         7       P.M.   6 

2  c.c. 

4 

8  +  7 

3  c.c. 

8  +  7 

3  c.c. 

5 

2  c.c. 

5 

6  +  6 

3  c.c. 

6  +  6 

3  c.c. 

5 

2  c.c. 

6 

5 

1  c.c. 

5 

2  c.c. 

4 

2  c.c. 

7 

5 

1  c.c. 

5 

2  c.c. 

3 

1  c.c. 

8 

4 

1  c.c. 

4 

2  c.c. 

4 

2  c.c. 

9 

3 

1  c.c. 

3 

1  c.c. 

3 

1  c.c. 

10 

5 

2  c.c. 

5 

2  c.c. 

5 

2  c.c. 

11 

5 

2  c.c. 

5 

2  c.c. 

5 

2  c.c. 

12 

4 

2  c.c. 

4 

2  c.c. 

4 

2  c.c. 

13 

4 

2  c.c. 

4 

2  c.c. 

4 

2  c.c. 

14 

3 

2  c.c. 

3 

2  c.c. 

3 

2  c.c. 

15 

3 

2  c.c. 

3 

2  c.c. 

3 

2  c.c. 

16 

5 

2  c.c. 

5 

2  c.c. 

17 

4 

2  c.c. 

4 

2  c.c. 

18 

3 

2  c.c. 

3 

2  c.c. 

19 

5 

2  c.c. 

20 

4 

2  c.c. 

21 

3 

2  c.c. 

» Marx,  Deut.  med.  Woch.,  1899, 1900. 
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The  treatment  at  the  New  York  Department  of  Health  Ls  as  foDovs:* 


Mild  Cases. 

Dose. 

Medium  Cases. 

Dose. 

Severe  Cases. 

Day  of 
Treatment. 

Days  of  Drying. 

Days  of  Drying. 

IDOIL 

Days  of  Drying. 

1 

14+13 

4c.C. 

10 

4c.c. 

A.M. 10 +  9  P.M.10+9  ■4cx. 

2 

12-1-11 

4c.c. 

9 

4c.c. 

A.M.  8  +  7P.1I.  8+7  i4c.t 

3 

104-9 

4c.c. 

9 

4c.c. 

6                   4c.e. 

4 

8  +  7 

4c.c. 

8+7 

4c.c. 

4                  4ex. 

5 

6 

2c.c. 

6 

2c.c. 

3                   2cjL 

6 

5 

2c.c. 

5 

2c.c. 

4                   2tJL 

7 

4 

2c.c. 

4 

2c.c. 

3                   2cx. 

8 

3 

2c.c. 

3 

2c.c. 

2                    2cc. 

9 

5 

2c.c. 

2 

2c.c. 

1 
4                    2C.C 

10 

4 

2c.c. 

5 

2c.c. 

1                     2c.f. 

11 

3 

2c.c. 

4 

2c.c. 

4                     2c.c. 

12 

5 

2c.c. 

3 

2c.c. 

3                     2C.C. 

13 

4 

2c.c. 

2 

2c.c. 

2                     2c.c. 

14 

3 

2c.c. 

4 

2c.c. 

4                      2  re. 

15 

5 

2c.c. 

3 

2c.c. 

1                      2ce. 

16 

4 

2c.c. 

2 

2c.c. 

4                      2c.c 

17 

4 

2c.c. 

3                      |2c-c 

18 

3 

2c.c. 

2                      2  c.f  - 

19 

2 

2c.c. 

4                       2c.t 

20 

3 

2  c.c. 

21 

2 

2  c.c. 

22 

4 

2  c.c. 

23 

3                      2c-c. 

24 

2                      2c.c. 

25 

4                      2  c.c. 

20 

3 

2  c.c. 

1 

The  severity  or  mildness  of  cases  is  estimated  from  the  depth  and 
degree  of  laceration  of  the  wounds,  also  from  their  location — ^bites  about 
the  face  and  upper  extremities  being  the  most  dangerous. 

During  the  course  of  such  treatment  patients  may  show  troublesome 
er^'thema  about  the  point  of  injection  and  occasionally  backache  an-l 
muscular  pains.  Treatment  need  not  be  omittted  unless  these  sjinp- 
toms  become  excessive. 

The  efficiency  of  the  Pasteur  treatment  in  rabies  is  no  longer  prob- 
lematical. According  to  H6g}''es,  50,000  people  have  been  treated  within 
ten  years,  with  an  average  mortality  of  1  per  cent. 


^  Personal  communication  from  Dr.  Poor,  of  the  New  York  Department  of  Health. 
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Although  the  method  described  above  is  the  one  which  is  extensively 
used  in  all  established  institutes  for  the  treatment  of  rabies,  other 
methods  have  been  elaborated  and  used  to  a  slight  extent.  One  of  the 
most  important  of  these  is  the  "dilution  method"  of  H5gyes.  This 
method  is  carried  out  as  follows:  A  definite  quantity  of  the  spinal  cord 
of  a  rabbit  dead  of  virus  fixe  is  emulsified  in  100  c.c.  of  normal  salt 
solution.  Dilutions  of  this  emulsion  are  made  and  the  patient  is  injected 
at  first  with  a  dilution  of  1  :  1,000,  subsequent  injections  being  made  of 
gradually  increasing  concentration  until  a  concentration  of  1  :  100  is 
reached.  This  method,  so  far  as  it  has  been  used,  has  been  satisfactory, 
but  it  has  not  yet  found  extensive  application. 

Attempts  to  treat  active  rabies  with  the  sera  of  immunized  animals 
have  so  far  been  unsuccessful. 


»»* 


CHAPTER  XLVni 
SMALLPOX 

Smallpox  or  variola  is  one  of  the  most  virulent  of  infectious  diseifla 
Throughout  history  it  has  been  a  severe  scoui^e  of  mankind,  previiliB| 
in  China  and  other  Eastern  countries  many  centuries  before  Chm 
and  sweeping  through  medieval  Europe,  especially  at  the  time  of  ike 
Crusades,  in  a  series  of  severe  epidemics.  All  races  of  men  are  suscep- 
tible and  no  age  from  childhood  to  senility  is  exempt.  In  modern  tiiuf 
the  disease  is  endemic  in  most  uncivilized  countries,  especially  thostf 
the  East,  and  occurs  sporadically  in  all  parts  of  the  globe.  Owing » 
rigid  enforcement  of  vaccination  and  of  quarantine  laws,  however,  th 
disease  has  been  practically  eradicated  from  civilized  countries. 

The  etiological  factor  which  causes  smallpox  is  still  unknon 
Numerous  researches  aimed  at  the  discovery  of  cultivatable  microorpD- 
isms  in  the  lesions  or  blood  of  infected  patients  have  met  with  unifon 
failure.  Streptococci,  though  often  found  in  the  smallpox  vesidei 
and  pustules,  and  often  undoubtedly  contributing  materially  to  thefatil 
outcome  of  the  disease,  may  be  regarded  as  purely  secondary  in  signifi- 
cance. 

Communications  which  have  claimed  the  discovery  of  a  protoioic 
incitant  of  the  disease  have,  on  the  other  hand,  been  numerous  and,  is 
some  cases,  have  seemed  plausible.  Yet  absolute  proof  has  always  beei 
lacking.  The  literature  on  this  question  is  extensive  and  some  of  tk 
earlier  contributions,  such  as  those  of  Griinhagen,'  of  Van  der  Loeff.' 
and  of  Pfeiffer,'  possess  historical  interest  only.  The  work  which,  of  re- 
cent years,  has  attracted  the  most  serious  attention  to  this  subject  ii 
that  published  by  Guamieri*  in  1892.  This  observer  found,  in  the  deeper 
ceils  of  the  epithelium  covering  the  pustules,  both  of  smallpox  lesion? 
and  of  vaccination  lesions,  small  bodies  which  were  easily  stained  by 
hematoxylin,  safranin,  or  carmin.     Similar  bodies  could  be  obser\'ed  in 

>  Grunhagen,  Arch.  f.  Dermat.  u.  Syph.,  1892. 
a  Van  der  Loeff,  Monat.  f.  prakt.  Dermat.,  iv. 
*  L.  Pfeiffer,  Zeit.  f.  Hyg.,  xxiii. 

« Gvamieri,  Arch,  peric  sc.  med.,  xxvi,  1892;  Cent.  f.  Bakt.,  I,  xvi,  18W. 
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i  ceUs  of  corneal  lesiona  experimentally  produced  in  rabbits.    Guar- 

ieri  claimed  that  he  distinguished  both  cytoplasm  and  nucleus  In  these 

s  and  described  both  binary  division  and  reproduction  by  aporu- 

as  in  the  sporozoa.     He  named  the  supposed  protozoan  "Cy- 

yctca  vai'iolffi."    At  about  the  same  time  Monti '  described  similar 

idies  in  the  cells  of  the  Malpighian  layer  of  the  akin  covering  smallpox 

eions  and,  a  few  years  later,  Clarke'  confirmed  the  researches  of 

Puamieri.     Subsequently,  many   researches  were  carried  out  on  the 

me  subject  in  this  countrj',  the  moat  notable  being  those  of  Council- 

a,'  Magrath  and  Brinckerhoff,  and  of  Calkins.'    The  former  authors 

e  to  the  distinct  conclusion  that  the  bodies  seen  by  Cluamieri  were 

larasites,  and  the  latter  author  even  described  a  distinct    life-cycle 

r  these  paraaites  comparable  to  that  of  some  protozoa. 

These  researches,  however,  are  by  no  means  absolutely  convincing, 

Ewing,*  while   admitting  that  the  vaccine  bodies  are  probably 

icific  for  variola,  calls  attention  to  the  fact  that  specific  cell-degen- 

Stions  or  inclusions  are  found  in  diphtheria,  measles,  glanders,  rabies, 

1  other  infectious  processes,  which  can  not  be  regarded  as  in  any 

ray  related  to  these  diseases  etiologically,  and  suggests  the  probability 

(  a  similar  interpretation  for  the  vaccine  bodies.     Much  has  been  said 

'3  of  the  question  since  that  time,  and  the  problem  can  not 

)  regarded  as  settled.     The   burden  of  proof,  of  course,  rests  upon 

e  who  claim  the  discovery  of  a  specific  microorganism,  and  absolute 

(of  will  probably  be  lacking  until  our  experimental  methods  are  such 

1  permit  of  other  than  purely  morphological  demonstration. 
Whatever  the  actual  causative  agent  may  be,  it  is  certain  that  the 
»  is  transmitted  with  extreme  ease — actual  contact,  direct  or  in- 
:,  with  a  patient  being  unnecessary  for  its  transmission.  For  this 
wn  the  disease  is  often  spoken  of  as  lieing  "air  borne."  While  we 
e  no  certain  knowledge  of  the  portal  of  entry  through  which  the  virus 
tvadea  the  human  body,  many  considerations  have  made  it  seem  plau- 
ple  that  this  may  take  place  through  the  mucosa  of  the  upper  respira- 
f  tract. 

:  knowledge  of  the  means  of  defense  against  the  malady  is  for- 
ly  more  advanced  than  is  that  of  its  etiology.    It  has  been  known 

I  Monti.  Cent.  t.  Bakt,,  I.  xvi. 

'Clarke.  Brit.  Med.  Jour..  2,  1894. 

•  CouncHnmn,  Magrath.  and  Brinckerhoff,  Jour.  Med.  Rea.,  xi,  1904. 

'  CnUcinM.  Jour.  Med.  Res.,  xi,  1904. 

'  Eicing,  Jour.  Med.  Res,,  xiii,  1905. 
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for  centuries  that  one  attack  of  smallpox  protects  against  subswiiMi 
attacks.  This  knowledge  was  made  use  of  by  the  physicians  of  anciafi 
China  and  India,  who,  during  mild  epidemics,  exposed  healthy  chifcta 
to  infection,  hoping  that  mild  attacks  would  result  which  would  confer 
immunity.  While  dangerous  in  the  extreme,  such  "  variolation,"  new- 
theless,  was  not  without  some  benefit  and  was  even  intnxluced  into 
Europe  in  the  eighteenth  century  by  Lady  Mary  Wortley  Montagu. 

Such  practices,  however,  were  made  unnecessary  by  the  cUasial 
investigations  of  Jenner  *  published  in  1798.  Jenner,  as  a  studeBt 
had  been  impressed  w^ith  the  fact  that  coimtry-people  who  had  beei 
infected  with  a  disease  knowTi  as  cowpox,  were  usually  immune  agaiitf 
smallpox.  His  studies  and  observations  came  to  a  practical  issue  wba 
in  1796,  he  inoculated  a  boy,  James  Phipps,  with  pus  from  a  cowpoi 
lesion  on  the  hand  of  an  infected  dairy-maid.  Two  months  U» 
the  same  boy  was  inoculated  with  material  from  a  smallpox  pustii 
without  subsequent  disease.  With  this  experiment  the  principles  fli 
vaccination  as  in  use  at  the  present  time  were  founded. 

The  question  as  to  the  identity  of  cowpox  and  smallpox  has  beec 
the  basis  of  a  long  controversy.  Many  observers  claimed  from  the  be- 
ginning that  the  two  diseases,  though  closely  related  to  each  other,  weft 
essentially  different.  Others,  on  the  contrary,  and  this  seems  to  be  tk 
prevailing  opinion  among  scientists  at  the  present  day,  maintain  thu 
cowpox  or  vaccinia,  as  it  is  called  when  inoculated  into  a  human  bein^ 
represents  merely  an  altered  and  attenuated  variety  of  variola.  "Hjii 
latter  view  is  based  on  the  follow  ing  considerations,  which  we  take  froa 
Haccius  as  quoted  by  Paul.^ 

1.  Variola  is  invariably  transmissible  to  cattle,  when  proper  metioi 
of  inoculation  are  employed. 

2.  Variola  carried  through  several  animals,  in  the  above  way,  be- 
comes altered  in  charact(T,  approaching  in  nature  typical  vaccinia  « 
cowpox. 

3.  Such  virus,  reinorulated  into  man,  gives  rise  to  purely  local  lesias 
which  are  mild  and  unlike  smallpox. 

4.  Inoculation  with  such  virus  protects  both  man  and  animals  against 
subsequent  inoculation  with  cowpox,  and,  in  the  case  of  man,  agaios^ 
smallpox  as  well. 

It  has  \x'cn  claimed,  moreover,  that  cowpox  originally   was  tian*- 

^Jenner,  "Inquiry'  into  the  Causes  and  Effects  of  the  Variola- Vaeditf" 
London,  1798. 

2  Paul,  ''Vaccination";  Kraus  and  Levaditi.  "Handbuch,"  etc.,  I. 
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mitted  to  cattle  by  human  beings  affected  with  smallpox.  This  seems 
likely  both  because  of  the  comparative  rarity  of  the  former  disease 
and  because  of  its  spontaneous  occurrence  almost  invariably  upon  the 
teats  of  cows,  although  both  males  and  femalea  are  equally  susceptible 
to  experimental  inoculation. 

The  relationship  of  variola  to  chicken-pox  or  varicella  has  been  more 
easily  determined.  Chicken-pox  does  not  protect  against  smallpox  nor 
is  this  the  case  vice  versa.  The  two  diseases  are  unquestionably  quite 
distinct. 

The  Production  ol  Vaccine. — During  the  early  days  of  vaccination, 
it  was  customary  to  inoculate  human  beings  with  the  matter  obtained 
from  the  pustules  of  those  previously  vaccinated.  While  this  method 
was  perfectly  satisfactory  for  the  immediate  purposes  in  view,  practical 
difficulties  and  the  occasional  accidental  transmission  of  syphilis  have 
rendered  this  practice  undesirable.  In  consequence,  at  all  institutes 
at  which  vaccine  is  produced  for  use  upon  man,  the  virus  is  obtained 
from  animals.  Horses  and  mules,  both  extremely  susceptible  to  vac- 
cine, have  been  employed,  and  goats  have,  at  times,  been  chosen  because 
of  their  insusceptibility  to  tuberculosis.  Rabbits  have  also  been  used 
more  recently  by  Calraette  and  Guerin.' 

The  animals  almost  exclusively  employed  at  the  present  day,  how- 
ever, are  calves,  preferably  at  ages  of  from  six  months  to  two  years. 
Very  young  suckling  calves  are  unsuitable  because  of  the  great  speed  of 
development  and  small  size  of  the  lesions  produced.  The  animals  should 
be  healthy  and  at  some  institutes  (Dresden)  are  subjected,  before  use, 
to  the  tuberculin  test;  although,  according  to  Paul,'  this  produces  a 
hypersusceptibility  to  the  vaccine,  and  can  be  omitted  without  danger 
when  careful  supervision  is  observed.  Some  observers  prefer  to  use  light- 
colored  animals  rather  than  dark-skinned  or  black  ones,  both  for  reasons 
of  greater  ease  of  cleanliness  and  because  the  former  are  supposed  to  be 
more  susceptible  than  the  latter.  This  contention  is  denied  by  others. 
The  sex  of  the  animals  seems  to  be  immaterial. 

During  the  period  of  use,  the  calves  are  fed,  according  to  age,  with 
either  an  exclusive  milk  diet,  or  they  are  given,  in  addition,  fresh  hay. 
The  greatest  cleanliness  in  regard  to  the  bedding  and  stalls  must  be 
I  observed  and  separate  stables  should  be  available  for  the  animals  under 
tatment  and  those  under  observation  before  treatment.  These  stables, 
if  possible,  should  be  so  built  that  they  can  be  easily  scoured  and  flushed 


id  Guerin.  Ann.  dp  I'inHt.  Paaleur,  1902. 


■  Paul,  loc.  dt. 
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with  water,  and  stalls  should  be  disinfected  after  occupation.  If  poanble. 
stables  should  be  artificially  heated  and  a  comfortable  tempenturr 
maintained.  Halters  and  fastenings  should  be  so  arranged  that  tbr 
animals  can  not  lick  the  scarified  surfaces.  Careful  veterinaiy  cootni 
before  vaccination  and  during  the  period  of  treatment  must  be  obsemi 
in  order  to  eliminate  animals  with  systemic  disease  or  other  complifi- 
tions. 

The  calves  may  be  vaccinated  with  material  taken  from  previodyj 
vaccinated  animals.  They  may,  on  the  other  hand,  be  inoculated  wiu| 
"seed  virus"  obtained  from  the  vesicles  of  human  vaccinia.  Hi  I 
method  of  using  humanized  virus  for  the  inoculation  of  calves  fd 
vaccine  production  is  preferred  by  many  workers  and  is  spoken  rfj 
as  "retro vaccination." 

Actual  vaccination  of  the  animals  is  done  as  follows:  Calves  wliU 
have  been  kept  under  observation  for  at  least  a  week  are  thorougUr 
washed  and  cleaned  and  the  abdomen  is  clipped  and  shaved  over  an  arei 
extending  from  the  ensiform  cartilage  to  the  pubic  region,  includinf 
the  entire  width  of  the  belly  and  the  inner  folds  of  the  thighs.  Iti 
best  to  shave  the  animal  a  day  of  two  before  vaccination  so  as  to  avoid 
fresh  scratches  and  excoriations.  Just  before  actual  operation  ifcf 
animal  is  strapped  to  a  specially  constructed  operating  table  in  suchi 
way  as  to  allow  free  access  to  the  shaved  area.  This  area  is  now  tlwr 
oughly  washed  with  soap  and  water  followed  by  alcohol,  or,  in  some 
institutes,  by  a  weak  solution  of  lysol.  If  the  latter  is  used,  the  fidl 
of  operation  must  again  be  thoroughly  rinsed  with  sterile  water.  Aboot 
a  hundred  small  scarifications  are  made  in  this  area,  preferably  l^ 
crossed  scratches,  covering  for  each  scarification  an  area  of  about  W 
square  centimeters.  Into  these  areas  the  virus  is  rubbed,  using  for  eaA 
small  area  a  quantity  about  sufficient  to  vaccinate  three  children.  Tw 
to  three  centimeter  spaces  are  left  between  the  lesions.  The  lesions  tff 
then  allowed  to  dry  and  may  be  covered  with  sterile  gauze  or,  as  in 
Vienna,^  with  a  paste  made  up  of  beeswax,  gum  arabic,  zinc  oxii 
water,  and  glycerin.  In  some  institutes  the  lesions  are  left  entirely 
uncovered. 

Ordinarily  within  about  twenty-four  hours  after  vaccination  a  nairo" 
pink  areola  appears  about  the  scratches.  Within  forty-eight  hours  the 
scratches  themselves  become  slightly  raised  and  papular,  and  within  fdor 
or  six  days  typical  vaccinia  vesicles  have  usually  developed. 


*  Paul,  loc.  cit. 
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To  obtain  the  vaccine  from  such  lesions,  the  entire  operative  field  is 
carefully  washed  with  warm  water  and  soap,  followed  by  sterile  water. 
In  some  cases  two  per  cent  lysol  is  employed,  but  must  again  be  thor- 
oughly removed  by  subsequent  washing  with  sterile  water.  Crusts,  if 
present,  are  then  carefully  picked  off  and  the  entire  contents  of  the  vesi- 
icle,  sticky  serum,  and  pulpy  exudate  removed  by  the  single  sweep  of  a 
spoon-curette.  The  curetted  masses  are  caught  in  sterile  beakers  or 
tubes  and  to  them  is  added  four  times  their  weight  of  a  mixture  of  glyce- 
rin fifty  parts,  water  forty-nine  parts,  and  carbolic  acid  one  part.*  Ger- 
man workers  prefer  a  mixture  of  glycerin  eighty  parts,  and  water  twenty 
parts,  omitting  the  use  of  carbolic  acid.  The  glyccrinated  pulp  is  allowed 
to  stand  for  three  or  four  weeks  in  order  to  allow  bacteria,  which  are 
invariably  present,  to  die  out.  After  preservation  for  such  a  length  of 
time,  moreover,  thorough  emulsification  is  obtained  more  easily  than 
when  this  is  attempted  immediately  after  curettage.  At  the  end  of 
three  or  four  weeks,  the  glycerinated  pulp  is  thoroughly  triturated, 
either  with  mortar  and  pestle  or  by  means  of  specially  constructed  trit- 
urating devices.  Pulp  so  prepared  should  remain  active  for  at  least 
three  months  if  properly  preserved  in  sealed  tubes  in  a  dark  and  cool 
place. 

From  the  serum  oozing  from  the  bases  of  the  lesions,  after  curettage, 
bone  or  ivory  slips  may  be  charged  for  vaccination  with  dry  virus.  The 
glycerinated  pulp  is  put  up  in  small  capillary  tubes,  sealed  at  both  ends, 
and  distributed  in  this  form.  Park  states  that  a  calf  should  yield 
about  10  grams  of  pulp  (which  when  made  up  should  suffice  to  vac- 
cinate one  thousand  five  hundred  persons),  and,  in  addition,  about  two 
hundred  charged  bone  slips. 

The  virus  may  be  tested  for  its  efficiency  by  a  variety  of  methods. 
Calmette  and  Guerin  *  inoculate  rabbits  upon  the  inner  surfaces  of  the 
ears  and  estimate  the  potency  of  the  virus  from  the  speed  of  develop- 
ment and  extensiveness  of  the  resulting  lesions.  Guerin '  has  estimated 
the  potency  of  virus  quantitatively  by  a  method  depending  upon  the 
inoculation  of  rabbits  with  a  series  of  dilutions.  Beginning  with  a  mix- 
ture containing  equal  weights  of  glycerin  and  vaccine  pulp,  dilutions  are 
made  with  sterile  water  ranging  from  1  in  10  to  1  in  100.  Rabbits 
are  shaved  over  the  skin  of  the  back  and  1  c.c.  of  each  of  these  dilu- 
tions is  rubbed  into  the  shaved  areas.    Fully  potent  virus  should  cause 

»  Huddlettan,  quoted  in  Park,  "Pathogenic  Bacteria,"  N.  Y.,  1908. 
*  Calmette  and  Guerin^  Ann.  de  Tinst.  Pasteur,  1902. 
>  Ouerin,  Ann.  de  TinBt.  Pasteur,  1905. 
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closely  approximated  vesicles  in  a  dilution  of  1  in  500,  and  numerous 
isolated  vesicles  in  a  dilution  as  high  as  1  in  1,000. 

Quantitative  estimations  of  the  bacteria  in  the  glycerinated  vinb 
should  be  made  by  the  plating  method  and  the  vaccine  used  only  when 
after  several  weeks  of  preservation  the  numbers  of  the  bacteria  have 
been  greatly  diminished.  In  glycerinated  pulp  the  bacteria  will  often 
disappear  entirely  in  the  course  of  a  month.  The  vaccine  should  aL* 
be  tested  for  the  possible  presence  of  tetanus  bacilli,  by  the  inoculation 
of  white  mice.^ 

Vaccination  of  human  beings  is  performed  by  slightly  scarifying  the 
skin  of  the  arm  or  leg  with  a  sharp  sterile  needle  or  lancet  and  rubbini 
into  the  lesion  potent  vaccine  virus.  The  virus  was  formerly  dried  upcHi 
wood,  bone,  or  ivory  slips  and  moistened  with  sterile  water  before  the 
operation.  At  the  present  day  the  glycerinated  pulp  is  almost  univer- 
sally employed. 

That  vaccination  is  of  incalculable  benefit  to  the  human  race  is  no 
longer  a  question  of  opinion,  and  opposition  to  the  practice  is  explicabk 
only  on  the  basis  of  ignorance.  Statistical  compilations  upon  this  point 
are  very  numerous.  It  may  suffice  to  select  from  the  voluminous 
literature  a  single  example,  taken  from  Jiirgensen,  which  embodies  ihe 
statistics  of  death  from  smallpox  in  Sweden,  during  the  p)eriodsinmiedi- 
ately  preceding  and  following  the  introduction  of  vaccination.  In  thii 
country  the  first  vaccination  was  done  in  1801.  By  1810  the  practi« 
was  generally  in  use  but  not  enforced.  In  1816  it  was  legally  enforced. 
The  years  from  1774  to  1855  can  thus  be  divided  into  three  periods. 

1.  Prevaccinal  period,  1774-1801  (25  years).     Deaths  smallpox  per 

million  inhabitants 2,050 

2.  Transitional  period,  1801-1810  (9  years) 680 

3.  Vaccination  enforced,  1810-1855  (35  years) 169 

Prevaccinal  period  death  rate  20.00  per  miUe. 
Vaccinal  period  death  rate         0.17  per  mille. 

In  considering  the  benefit  of  vaccination  it  must  not  be  forgotten 
that  re  vaccination  is  quite  as  important  as  the  first  vaccination,  whiA 
confers  immunity  only  for  from  seven  to  ten  years.  A  child  should  thertv 
fore  be  vaccinated  soon  after  birth  or  at  least  before  the  eighth  month, 
and  the  process  should  be  repeated  ever>'  seven  years  thereafter. 

»  Paul,  loc.  cit. 


CHAPTER  XLIX 
ACUTE  ANTERIOR  POLIOMYELITIS 

The  disease  known  as  acute  anterior  poliomyelitis  has  long  been 
recognized  as  an  acute  infectious  condition,  both  because  of  the  charac- 
teristics of  its  clinical  manifestations  and  of  its  epidemic  occurrence. 
For  these  reasons  it  was  classified  with  acute  infectious  diseases  by 
Marie  and  by  Striimpell  long  before  any  experimental  evidence  of  in- 
fection was  obtainable. 

Its  contagiousness,  while  not  a  proven  fact,  seemed  very  likely  from 
the  evidence  of  its  mode  of  spreading  and  has  been  removed  from  the 
sphere  of  mere  conjecture  by  the  careful  study  of  a  Swedish  epidejnicy 
comprising  one  thousand  cases,  made  by  Wickman.* 

Wliile  acute  anterior  poUomyelitis  is  almost  exclusively  a  disease  of 
childhood,  it  is  assumed  by  clinicians  that  it  is  etiologically  closely  re- 
lated to,  possibly  identical  with,  certain  diseases  of  the  adult,  character- 
ized by  bulbar  paralysis  and  acute  encephalitis.  Into  this  category, 
also,  some  observers  place  the  condition  known  as  "  Landry's  paralysis." 
The  basis  for  the  identification  of  these  conditions  with  poliomyelitis 
lies  chiefly  in  the  similarity  of  the  pathological  lesions  and  upon  the 
fact  that  the  last-named  diseases  occur  most  often  during  the  course  of 
poliomyelitis  epidemics. 

In  consequence  of  the  emphatically  expressed  opinion  as  to  the  infec- 
tious nature  of  acute  poliomyelitis,  the  efforts  to  isolate  specific  micro- 
organisms from  cases  have  been  many,  and  numerous  microorganisms 
have  been  described  as  the  causative  agents  of  this  disease.  The  out- 
come of  all  these  investigations  has  been  purely  negative  and  the  infec- 
tious agent  of  acute  poliomyelitis  still  remains  undiscovered.* 

An  important  advance  in  the  study  of  this  disease  was  made  in  1908 
when  Landsteiner  and  Popper'  succeeded  in  transmitting  it  to  two 
monkeys  (Cyanocephalus  hamadryas  and  Macacus  rhesus).    The  trans- 

>  Wickman,  quoted  from  Landsteiner  and  Popper,  Zeit.  f.  Immunit&tsforch.,  ii, 
1909. 

*  For  literature,  see  Landsteiner  and  Popper,  loc.  cit. 
■  Loc.  cit. 
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mission  was  accomplished  by  intraperitoneal  injections  of  a  saline  emul- 
sion  of  the  spinal  cord  of  a  child  that  had  died  during  the  fourth  diy 
of  an  attack  of  infantile  paralysis — during  the  stage  of  acute  fever.  Tfee 
first  monkey  injected  became  severely  ill  six  days  after  the  injection  and 
died  on  the  eighth  day.  The  second  animal  became  paralyzed  seventeen 
days  after  the  injection  and  was  killed  two  days  later.  Cultural  experi- 
ments with  the  substance  injected  were  negative,  as  were  also  inocula- 
tion experiments  carried  out  upon  guinea-pigs,  rabbits,  and  mice.  The 
histological  lesions  produced  in  the  inoculated  monkeys  were  simib: 
to  those  occurring  in  children  afflicted  with  the  disease. 

An  attempt  to  transmit  the  disease  to  another  monkey  with  spinal- 
cord  substance  of  the  animal  that  was  killed  resulted  negatively. 

Soon  after  the  successful  experiments  of  Landsteiner  and  Popper,* 
similar  result  was  recorded  by  Knoepfelmacher.*  An  attempt  to  trans- 
mit the  disease  from  monkey  to  monkey  was  again  negative. 

Similar  positive  inoculation  results  were  published,  a  little  later  than 
this,  by  Flexner  and  I^ewis  ^  in  November,  1909,  and  by  Strauss  and 
Hun  toon '  in  January,  1910. 

Flexner  and  Lewis,  in  their  work,  moreover,  succeeded  in  trans- 
mitting the  disease  through  several  inoculation-generations  of  monkeys, 
proving  thereby  that  successful  inoculation  did  not  depend  mcn^y 
upon  the  transfer  of  an  unorganized  toxic  body,  but  was  due  to  a  true 
infection.  The  same  workers  *  have  ascertained  that  inoculation  may 
be  successfully  applied  not  only  by  the  intraperitoneal  route  but  intra- 
ccrebrally,  subcutaneously,  intravenously,  and  by  the  path  of  the  larger 
nerves.  They  also  proved  that  not  only  the  brain  and  cord  of  affliried 
animals  contains  the  virus,  but  that  this  may  be  found,  during  the 
early  days  of  the  disease  at  least,  in  the  spinal  fluid,  the  blood,  the 
nasopharyngeal  mucosa,  and  lymph  nodes  near  the  site  of  inoculation. 

Landsteiner  and  Levaditi,*  meanwhile,  experimenting  with  the  viru* 
independently,  succeeded  in  transferring  the  disease  from  one  animal  to 
others,  demonstrated  that  the  virus  could  pass  through  the  pores  of  a 
Berkefeld  filter,  and  showed  that  the  virus  was  present  in  the  salivan* 
glands — a  fact  which  may  prove  of  great  importance  in  possibly  estab- 


»  KnoepfelmacheTy  Mediz.  Klinik,  v,  1909. 

«  Flexner  and  LemiSy  Jour.  Am.  Med.  Assn.,  53, 1909. 

"  Strauss  and  Huntvon,  N.  V.  Med.  Jour.,  Jan.,  1910. 

*  Flexner  and  Lewis,  Jour.  Exp.  Med.,  12,  1909. 

*  Landsteiner  and  LevaditXy  Comptes  rend,  de  la  soc.  de  biol.,  Nov.,   1909,  anJ 
Dec,  1909. 
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lishing  a  clew  to  the  mode  of  contagion  among  human  beings.  The  same 
authors,  as  well  as  Flcxner  and  Lewis,  were  able  to  show  that  the  virus 
was  preservable  under  glycerin  for  as  long  as  ten  days  and  retained  its 
virulence  for  from  seven  to  eleven  days  when  dried. 

According  to  Flexner  and  Lewis  the  virus  remains  active,  when 
frozen,  for  as  long  as  forty  days,  but  is  extremely  sensitive  to  heat, 
being  destroyed  by  a  temperature  of  from  45°  to  50°  C.  maintained  for 
thirty  minutes. 

Experiments  aimed  at  the  isolation  or  even  morphological  detection 
of  a  parasite  in  the  virulent  material  have  been  entirely  without  success. 

We  are,  likewise,  ignorant  of  any  phenomena  which  throw  light 
upon  possible  immunity  to  the  disease.  Repeated  attacks  of  the  disease 
in  the  same  human  being  have  not  been  noted;  but  this,  as  Flexner  and 
Lewis  point  out,  may  be  due  to  the  fact  that  the  epidemics  are  rare,  and 
individuals  once  afflicted  have  passed  beyond  the  susceptible  age  by 
the  time  of  the  second  epidemic.  As  a  matter  of  fact,  however,  these 
workers  have  not  succeeded  in  reinfecting  monkeys  that  had  recovered, 
and  incline  to  the  belief  that  one  attack  protects  against  subsequent 
infections. 

Up  to  the  present  time  monkeys  only  have  responded  to  experimental 
inoculation;  numerous  attempts  made  upon  a  variety  of  other  animals 
have  been  without  success. 


CHAPTER  L 

YELLOW  FEVER 

Yellow  fever  is  an  acute  infectious  disease  which  prevails  endemi- 
cally  in  the  tropical  countries  of  the  Western  Hembphere,  but  occurs  abo 
along  the  western  coast  of  Africa  and  has  exceptionally  appeared,  in 
epidemic  invasions,  in  the  north  temperate  United  States  and  Europe. 
Guiteras,  as  quoted  by  Osier,  classifies  the  distribution  of  the  disease  into 
three  areas  of  infection. 

1.  The  area  in  which  the  disease  is  never  absent,  including  tropical 
South  American  ports  and  Havana. 

2.  The  area  of  periodic  epidemics,  including  sea-ports  of  the  tropical 
Atlantic  in  America  and  Africa. 

3.  The  area  of  accidental  epidemics,  extending  from  parallel  45* 
north  latitude  to  35°  south  latitude.  In  the  United  States  severe  epi- 
demics have  frequently  occurred  in  Louisiana,  Mississippi,  and  Alabama, 
and  occasional  but  severe  epidemics  have  occurred  in  Philadelphia  and 
Baltimore. 

The  disease  occurs  spontaneously  only  in  man,  and  experimental 
inoculation  of  lower  animals  has  been  successful  only  in  the  chimpanzee 
in  a  single  case  reported  by  Thomas.^ 

In  man  afflicted  with  the  malady  the  clinical  picture  is  one  of  a  rapidly 
developing  fever  with  severe  gastrointestinal  symptoms,  vomiting  of 
blood,  albuminuria,  and  often  active  delirium.  The  mortality  is  usually 
high,  often  reaching  eighty  per  cent  or  more  in  the  severe  epidemics. 

Etiology  and  Method  of  Transmission. — The  actual  infective  agent 
which  causes  yellow  fever  is,  as  yet,  unknown.  Numerous  researches 
have  been  aimed  at  the  elucidation  of  the  problem,  and  microorganisms, 
for  which  etiological  significance  was  claimed,  have  been  isolated  from 
the  dejecta,  the  vomitus,  and  the  secretions  of  afflicted  patients.  None 
of  these  claims  has  been  supported  by  convincing  proof  and  none  d 
them  has  found  subsequent  confirmation. 

A  few  of  these  claims  only  have  historical  importance  because  of  the 


»  Thamas,  Brit.  Med.  Jour.,  1,  1907. 
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widespread  interest  they  aroused  among  bacteriologists.  Comil  and 
Babes/  in  1883,  described  chained  cocci  to  which  they  attributed  etio- 
logical significance,  but  their  contentions  have  remained  entirely  un- 
confirmed. Sternberg,'  in  1897,  described  a  colon-like  organism,  "bacil- 
lus X,''  for  which  he  made  very  conservative  claims,  which  he  himself, 
later,  withdrew. 

The  most  active  discussion  was  aroused  by  the  announcement  of 
Sanarelli,'  in  1897,  that  he  had  discovered,  in  the  blood  and  tissues  of 
patients  dead  of  yellow  fever,  a  Gram-negative  bacillus,  which  he  be- 
lieved to  be  the  etiological  agent  of  the  disease.  He  based  his  contention 
upon  the  facts  that  he  had  isolated  the  organism  from  seven  cases  of 
yeUow  fever,  had  produced  symptoms  similar  to  the  disease  of  the  human 
being  by  the  inoculation  of  pure  cultures  into  dogs,  and  had  obtained 
agglutination  of  the  bacillus  in  the  serum  of  convalescent  patients.  Later 
he  inoculated  five  human  beings  subcutaneously  with  sterilized  cultures 
of  this  "  Bacillus  ictcroides,"  and  obtained  symptoms  which  he  believed 
simulated  closely  those  of  yellow  fever.  The  claims  of  Sanarelli  at  first 
found  much  apparent  confirmation,  but  later  work  by  Durham  and 
Myers,*  Otto,*  Agramonte,'  and  others  has  definitely  refuted  his  original 
claims,  and  there  is  to-day  no  scientific  basis  for  the  assumption  that 
the  Bacillus  icteroides  has  any  etiological  relationship  to  the  disease. 
Protozoan  incitants,  also,  have  been  described  by  Klebs,'  SchiiUer,' 
Thayer,"  and  others,  without  bringing  conviction  or  even  justifying 
extensive  investigation  of  their  claims. 

While  thus  the  causative  agent  of  yellow  fever  remains  imdiscovered, 
some  of  its  biological  properties  are  known.  Reed,  Carroll,  Agramonte, 
and  Lazear*®  were  able  to  show  that  the  infecting  agent  is  present  in 
the  blood  serum  of  patients  during  the  first  three  days  of  the  disease 
and  that  it  could  pass  through  the  pores  of  Berkefeld  filters.  Such 
filtered  serum  remained  infectious  for  human  beings — a  fact  which  de- 
monstrates that  the  incitant  is   extremely  small   and  possibly  ultra- 

1  Comil  and  Babes,  Comptes  rend,  de  Tacad.  des  sci.,  1883. 
» Sternberg,  Cent.  f.  Bakt.,  I,  xxii,  1897. 

•  Sanarelli,  Ann.  deTinst.  Pasteur,  1897, and  Cent.  f.  Bakt. ,  I,  xxii, xxvii,  and  xxix. 
'  Durham  and  Myers,  Thompson  Yates  Laboratory  Reports  3  1902. 

*OUo,  Vierteljahrsch.  f.  gericht.  Medizin,  etc.,  27,  1904. 

•  Agramonte,  N.  Y.  Med.  News,  1900. 

'  Klebs,  Jour.  Am.  Med.  Assn.,  April,  1898. 

•  SchiiUer,  Berl.  klin.  Woch.,  7,  1906. 

•  Thayer,  Med.  Record,  1907. 

»  Reed,  Carroll,  Agramonte,  and  Lazear,  Phila.  Med.  Jour.,  1900. 
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microscopic.  Blood  serum,  filtered  or  im&ltered,  becomes  non-infectio'i* 
when  heated  to  56*^  C.  for  ten  minutes. 

Mode  of  TransmisBion. — Until  comparatively  recent  years  the  mode 
of  transmission  of  yellow  fever  was  not  understood  and  many  erroocom 
theories  were  prevalent.  It  was  supposed  that  yellow  fever  was  conU- 
gious,  and  transmitted  from  person  to  person  by  direct  or  indirect  con- 
tact with  those  afflicted  or  by  fomites.  The  first  to  make  the  definite 
assertion  that  yellow  fever  was  transmitted  by  the  agency  of  mosquitoes 
was  Carlos  Finlay.  Finlay/  as  early  as  1881,  advanced  the  theor>'  tbt 
mosquitoes  w^ere  responsible  for  the  transmission  of  this  disease  and,  fur 
thermore,  recognized  "Stegomyia  fasciata''  or  "  Stegomyia  calopiis"aa 
the  guilty  species.  Finlay's  opinion,  although  later  proved  to  be  coneci, 
was  at  first  based  only  upon  such  circumstantial  evidence  as  the  corre- 
spondence of  the  yellow-fever  zones  with  the  distribution  of  this  species 
of  mosquito  and  the  great  prevalence  of  mosquitoes  at  times  during 
which  epidemics  occurred.  His  theory  was,  therefore,  received  with 
much  skepticism  and  was  neglected  by  scientists  until  its  revival  in 
1900,  when  the  problem  was  extensively  investigated  by  a  commission 
of  American  army  surgeons. 

Reed,  Carroll,  Agramontc,  and  Lazear  were  the  members  of  this 
commission.  The  courage,  self-sacrifice,  and  scientific  accuracy  which 
characterized  the  work  of  these  men  have  made  the  chapter  of  yellow 
fever  one  of  the  most  brilliant  in  the  annals  of  American  scientific 
achievement. 

Their  work  was  much  facilitated  by  the  experience  of  Gorgas '  and 
others,  who  had  demonstrated  the  absolute  failure  of  ordinary  sanitan' 
regulations  to  limit  the  spread  of  yellow  fever. 

They  began  their  researches  by  investigating  carefully  the  validity 
of  SanarcUi's  claims  as  to  the  etiological  significance  of  his  "  Bacillus 
icteroides."  The  results  of  this  work  yielded  absolutely  no  basis  for 
confirmation. 

They  then  proceeded  to  investigate  the  possibility  of  an  intermediate 
host. 

In  August,  1900,  the  commission  began  its  work  on  this  subject  by 
allowing  mosquitoes,^  chiefly  those  of  the  stegomyia  species   to  suck 

>  Finlay,  Ann.  Roy.  Acad.  d.  Havana,  1881. 

« Gorgas,  Joiir.  of  Trop.  Med.,  1903. 

•  Reeil,  Carroll,  Agramonte,  and  Lazear,  Phila.  Med.  Jour.,  Oct.,  1900;  also  Am. 
Pub.  Health  Assn.  Rep.,  lOO.'i;  Agramonte,  N.  Y.  Med.  News,  1900;  Reed  Jour,  of 
Hyg.,  1902;  Reed,  Carroll,  and  Agramonte,  Am.  Medicine,  July,  1901.     Boston  lied. 
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blood  from  patients,  later  causing  the  same  inaects  to  feed  upon  Qormal 
susceptible  individuals.  The  first  nine  experiments  were  negative. 
The  tenth,  of  which  Carroll  was  the  subject,  was  successful.  Four  days 
after  being  bitten  by  the  infected  insect  Carroll  became  severely  ill  with 
an  attack  of  yellow  fever,  by  which  hia  life  was  endangered,  and  from 
the  effects  of  which  he  died  several  years  later. 

On  the  13th  of  September,  Lazear,  while  working  in  the  yellow-fever 
wards,  noticed  that  a  stegomyia  had  settled  upon  his  hand,  and  deliber- 


FiG.  155.— Steoouyia  Fasciata.    (a)  Female,    (b)  Male.    (After  Carroll.) 


ately  allowed  the  insect  to  drink  its  fill.  Five  days  later  he  became  ill 
with  yellow  fever  and  died  after  a  violent  and  short  illness. 

With  these  experiences  as  a  working  basis,  the  commission  now 
decided  upon  a  more  systematic  and  thoroughly  controlled  plan  of 
e  xpcri  mentation. 

In  November  of  the  same  year,  1900,  an  experiment  station,  "Camp 
Lazear,"  was  established  in  the  neighborhood  of  Havana,  about  a  mile 
from  the  town  of  Quemados.  The  camp  was  surrounded  by  the  strictest 
quarantine.  Volunteers  from  the  army  of  occupation  were  called  for, 
and  twelve  individuals  were  selected  for  the  camp,  three  immunes  and 
nine  non-immunes.    Two  of  the  latter  were  physicians.    The  immunes 

and  Surg.  Jour.,  14,  1901;  Carroll,  Jour.  Am.  Med.  Abbo..  40. 1903;  Carrol,  "  YeUow 
F«ver"  in  Mense,  "  HoDdbuch  der  Tropen-Krankbeitea,"  ii. 
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and  the  members  of  the  commission  only  were  allowed  to  go  in  and  out. 
All  non-immunes  who  left  the  camp  were  prohibited  from  re-enteriDg  and 
their  places  taken  by  other  non-immune  volunteers.  During  December, 
five  of  the  non-immune  inmates  were  successfully  inoculated  with  yri- 
low  fever  by  means  of  infected  mosquitoes.  During  January  and  Febru- 
ary five  further  successful  experiments  were  made.  Clinical  observa- 
tions were  made  by  experienced  native  physicians,  Carlos  Finlay  among 
them,  and  the  patients,  as  soon  as  they  were  unquestionably  ill  with 
yellow  fever,  were  removed  to  a  yellow-fever  hospital.  This  was  do« 
to  prevent  the  possibility  of  the  disease  spreading  within  the  camp  it- 
self. The  mosquitoes  used  for  the  experiments  were  all  cultivated  from 
the  larva  and  kept  at  a  temperature  of  about  26.5®  C. 

A  further  important  experiment  was  now  made  A  small  house  wse 
erected  and  fitted  with  absolutely  mosquito-proof  windows  and  dooR. 
The  interior  was  divided  by  wire  mosquito  netting  into  two  spaces.  With- 
in one  of  these  spaces  fifteen  infected  mosquitoes  were  liberated.  Sev« 
of  these  had  fed  upon  yellow-fever  patients  four  days  previously;  four, 
eight  days  previously;  three,  twelve  days  previously;  and  one,  twenty- 
four  hours  previously.  A  non-immime  person  then  entered  this  nxnt 
and  remained  there  about  thirty  minutes,  allowing  himself  to  be  bittfli 
by  seven  mosquitoes.  Twice  after  this  the  same  person  entered  the 
room,  remaining  in  it  altogether  sixty-four  minutes  and  being  bitten  fif- 
teen times.   After  four  days  this  individual  came  down  with  yellow  fever. 

In  the  other  room  two  non-immunes  slept  for  thirteen  nights  with- 
out any  evil  results  whatever. 

It  now  remained  to  show  that  mosquitoes  were  the  sole  means  of 
transmission  and  to  exclude  the  possibility  of  infection  by  contact  with 
excreta,  vomitus,  or  fomites.  For  this  purpose  another  mosquito-proof 
house  was  constructed.  By  artificial  heating  its  temperature  was  kept 
above  32.2°  C.  and  the  air  was  kept  moist  by  the  evaporation  of  watw. 
Clothing  and  bedding,  vessels,  and  eating  utensils,  soiled  with  vomitus, 
blood,  and  feces  of  yellow-fever  patients  were  placed  in  this  house  and 
three  non-immune  persons  inhabited  it  for  twenty  days.  During  this 
time  they  were  strictly  quarantined  and  protected  from  mosquitoes 
Each  evening,  before  going  to  bod,  they  unpacked  and  thorougUr 
shool  clothing  and  bedding  of  yellow-fever  patients,  and  hung  and 
scattered  these  materials  about  their  beds.  They  slept,  moreover,  in 
contact  with  linen  and  blankets  soiled  by  patients.  None  of  the* 
persons  contracted  yellow  fever.  The  same  experiment  was  twice  re- 
peated by  other  non-immunes,  in  both  cases  with  like  negative  results^ 
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All  of  the  non-immunes  taking  part  in  these  experiments  were 
American  soldiers.  Four  of  them  were  later  shown  to  be  susceptible 
to  yellow  fever  by  the  agencies  of  mosquito  infection  or  blood-injection. 

The  results  obtained  by  the  investigations  of  this  commission  may 
be  summarized,  therefore,  as  follows: 

Yellow  fever  is  acquired  spontaneously  only  by  the  bite  of  the 
Stegomyia  fasciata.  It  is  necessary  that  the  infecting  insect  shall  have 
sucked  the  blood  of  a  yellow-fever  patient  during  the  first  four  or  five 
days  of  the  disease,  and  that  an  interval  of  at  least  twelve  days  shall 
have  elapsed  between  the  sucking  of  blood  and  the  reinfection  of  an- 
other human  being.  Sucking  of  the  blood  of  patients  advanced  beyond 
the  fifth  day  of  the  disease  does  not  seem  to  render  the  mosquito  infec- 
tious, and  at  least  twelve  days  are  apparently  required  to  allow  the  para- 
site to  develop  within  the  infected  mosquito  to  a  stage  at  which  rein- 
fection of  the  human  being  is  possible. 

The  results  of  the  American  Commission  were  soon  confirmed  by 
Guiteras  *  and  by  Marchoux,  Salimbeni,  and  Simond.'  These  latter  ob- 
servers, moreover,  confirmed  the  fact  that  infection  could  be  experi- 
mentally produced  by  injections  of  blood  or  blood  serum  taken  from 
patients  during  the  first  three  days  of  the  disease.  They  showed  that 
blood  taken  after  the  fourth  day  was  no  longer  infectious:  that  0.1  c.c. 
of  serum  sufficed  for  infection  and  finally  that  no  infection  could  take 
place  through  excoriations  upon  the  skin.  They  furthermore  confirmed 
the  observation  of  Carroll  that  the  virus  of  the  disease  could  pass  through 
the  coarser  Berkefeld  and  Chamberland  filters, — passing  through  a 
Chambcrland  candle  "  F  "but  held  back  by  the  finer  variety  known  as"  B.'* 

The  fundamental  factors  of  yellow-fever  transmission  thus  discovered, 
we  are  in  possession  of  logical  means  of  defense.  The  most  important 
feature  of  such  preventive  measures  must  naturally  center  upon  the 
extermination  of  the  transmitting  species  of  mosquito. 

Stegomyia  fasciata  or  calopus  is  a  member  of  the  group  of  "  Culi- 
cidae."  It  is  more  delicately  built  than  most  of  the  other  members  of 
the  group  culicidae,  is  of  a  dark  gray  color,  and  has  peculiar  thorax- 
markings  which  serve  to  distinguish  it  from  other  species.  The  more 
detailed  points  of  differentiation  upon  which  an  exact  zoological  recog- 
nition depends  are  too  technical  to  be  entered  into  at  this  place. 
Briefly  described,  they    consist   of   lyre-like   markings  of  the  back, 

^.m^-^^m^^a^^^^t^^^^^^^^^^^^  ^^-^^^^-^^^^^^—^^i^— ^^M^^—^^^-^^^M^^^^— ^^^^^^M^^^^^^^^^^-^— ^^^^»^^^^»^  M^^^^^^^^^^^^^^^^^^^^^^M^^B^^^^^M^^M^M^^M^^ 

»  Guiteras,  Rev.  d.  m6d.  trop.,  Jan.,  1901,  and  Am.  Med.,  11,  1901. 
» Marchoux,  Salimbeni^  and  Simond,  Ann.  de  I'inst.  Pasteur,  1903. 
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unspotted  wings,  white  stripes  and  spots  on  the  abdomen,  and  band- 
like white  markings  about  the  metatarsi  and  tarsi  of  the  third  pair 
of  legs.  The  peculiar  power  of  transmitting  yellow  fever  possesi^ 
by  this  species  is  explained  by  Marchoux  and  Simond  *  by  the  fact 
that  Stegomyia  fasciata  is  unique  among  culicidae  in  that  the  female 
lives  for  prolonged  periods  after  sucking  blood.  Among  other  species 
— Culex  fatigans,  Culex  confirmatus,  and  most  others — the  female  lays 
its  eggs  within  from  two  to  eight  days  after  feeding  on  blood  and  rarely 
lives  longer  than  the  twelfth  day — the  time  necessary  for  the  develop- 
ment of  the  yellow-fever  parasite. 

The  limitation  of  yellow  fever  to  tropical  countries  *  is  explained  by 
the  fact  that  stegomyia  develops  only  in  places  where  high  tempera- 
tures prevail.  The  optimum  temperature  for  this  species  lies  betwe«i 
26°  and  32°  C.  At  17°  C.  it  no  longer  feeds,  and  becomes  practically 
paralyzed  at  15°  C.  In  order  to  thrive,  the  species  requires  a  temperatuie 
never  going  below  22°  C.  at  night  and  rising  regularly  above  25°  C. 
during  the  day.  The  females  only  are  dangerous  as  sources  of  infection. 
The  insect,  like  Anopheles,  has  the  peculiarity  of  feeding  chiefly  at  night. 

Experiments  done  by  Reed,  Carroll,  Agramonte,  and  Lazear '  to 
ascertain  whether  the  power  of  infecting  was  hereditarily  transmissible 
from  the  mosquito  to  following  generations,  were  negative.  A  positi^'e 
result,  however,  has  been  reported  by  Marchoux  and  Simond.^  This 
question  must  still  await  more  extensive  research. 

Immimity. — Natural  immunity  against  yellow  fever  was  fonneriy 
assumed  to  exist  in  the  negro  race.  More  recent  investigations  have 
not  borne  out  this  assumption.  The  negro  soldiers  of  the  American 
army  in  Cuba  were  afflicted  equally  with  the  white  troops.  The  rela- 
tive immunity  of  dark-skinned  races,  however,  is  explained  possibly 
by  the  fact  that  the  stegomyia  prefers  to  attack  light-colored  surfaces. 

A  single  attack  seems  to  protect  against  subsequent  infection 
throughout  life. 

Artificial  immunization  has,  so  far,  been  unsuccessful.  Relative 
immunity  was  produced,  however,  by  Marchoux,  Salimbeni,  and 
Simond,  by  injections  of  the  serum  of  convalescents,  senim  heated  to 
55°  C,  and  of  defibrinated  blood  preserved  for  eight  days  in  vessels 
sealed  with  vaseline. 

>  Marchoux  and  Simond,  Ann.  de  I'inst.  Pasteur,  1906. 

3  Otto,  in  Kolle  und  Wassermann,  "Handbuch/'  etc.,  11,  Ergdnzungsband. 

«  Loc.  cit. 

*  Marchoux  and  Simond,  Comptes  rend,  de  la  soc.  de  biol.,  59,  1905. 


CHAPTER  LI 
MEASLES,  SCARLET  FEVER,  AND  FOOT-AND-MOUTH  DISEASE 

MEASLES 

The  causative  agent  of  measles  is  unknown  to  the  present  day, 
and  it  would  be  a  thankless  task  to  review  the  literature  of  the  many 
attempts  to  isolate  microorganisms  from  this  disease,  none  of  which 
has  resulted  in  throwing  any  light  on  the  etiology. 

Attempts  to  produce  the  disease  experimentally  have  frequently 
been  made,  the  earliest  recorded  being  those  of  Home  of  Edinburgh, 
published  in  1759/  Home  took  blood  from  the  arms  of  patients  afflicted 
with  measles,  and  caught  it  upon  cotton,  and  inoculated  normal  in- 
dividuals by  placing  this  blood-stained  cotton  on  to  wounds  made  in 
the  arm.  Home  claimed  that  in  this  way  he  produced  measles  of  a 
modified  and  milder  type  in  fifteen  individuals.  Home's  results,  how- 
ever, while  at  first  accepted,  were  assailed  by  many  subsequent  writers 
and  it  is  by  no  means  certain  that  the  disease  produced  by  him  was  really 
measles. 

A  number  of  other  observers  after  Home  attempted  experimental 
inoculation  of  this  disease,  and  positive  results  were  reported  by  Stewart 
of  Rhode  Island  (1799),  Speranza  of  Mantua  (1822),  Katowa  of  Hungary 
(1842),  and  McGirr  of  Chicago  (1850). 

The  experiments  of  all  these  early  writers,  however,  are  unsatisfac- 
tory, owing  to  the  necessarily  unreliable  technique  of  their  methods. 

In  1905,  Hektocn  *  succeeded  in  experimentally  producing  the  dis- 
ease in  two  medical  students  by  subcutaneous  injection  of  blood  taken 
from  measles  patients  at  the  height  of  the  disease  (fourth  day).  The 
experiments  were  carefully  carried  out  and  the  symptoms  in  the  sub- 
jects were  unquestionable.  They  demonstrated  beyond  doubt  that  the 
virus  of  the  disease  is  present  in  the  blood.  Attempts  at  cultivation 
carried  out  with  the  same  blood  were  entirely  negative.  It  was  also 
shown  by  Hektoen's  experiments  that  the  virus  of  measles  may  be  kept 
alive  for  at  least  twenty-four  hours  when  mixed  with  ascitic  broth. 

>  Hornet  **  Medical  Facts  and  Experiments/'  Eklinburgh,  1759. 
'  HektoeHf  Jour.  Inf.  Dis.,  ii,  1905. 
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SCARLET   FEVER 

{Scarlatina) 

The  etiology  of  scarlet  fever,  like  that  of  measles,  is  still  obscure. 
Streptococci  have  been  found  with  striking  regularity  in  the  throats  of 
scarlet-fever  patients,  and  a  large  number  of  investigations  have  seemed 
to  furnish  evidence  for  the  etiological  relationship  of  these  microoi^gan- 
isms  with  the  disease.  According  to  von  Lingelsheim,  Crooke  as  eariy 
as  1885  demonstrated  the  presence  of  streptococci  in  the  cadavers  erf 
scarlet-fever  victims.  Baginsky  and  Sommerfeld  *  in  1900  examined  a 
number  of  scarlatina  cases  with  reference  especially  to  streptococcus 
infection,  and  reported  the  presence  of  streptococci  in  the  heart's 
blood  of  eight  patients  who  had  disd  after  a  very  acute  and  short 
illness.  They  expressed  the  belief  that  the  acuteness  of  the  illness  and 
the  rapidity  of  death  in  these  cases  precluded  the  possibility  of  the 
streptococci  being  merely  secondary  invaders.  A  large  number  of 
other  observers  have  expressed  similar  opinions,  but  we  can  not,  as 
yet,  justly  conclude  that  streptococci  are  actually  the  etiological 
agents  in  this  disease. 

Class  ^  in  1899  described  a  diplococcus  which  he  cultivated  from  a 
large  number  of  scarlatina  patients  and  with  which  he  was  able  to  pro- 
duce exanthemata  and  acute  fever  in  pigs.  Subsequent  investigations 
seem  to  show  that  Class  was  really  working  with  a  streptococcus. 

Moser,^  working  in  p]scherich's  clinic,  has  recently  reported  the  very 
favorable  influence  upon  the  course  of  scarlet  fever  of  poh^alent 
streptococcus  antiscra.  This  is  not  really  very  strong  evidence  in  favor 
of  the  streptococcus  etiology  of  the  disease,  since  there  is,  of  course,  no 
doubt  that  streptococcus  infection  complicates  the  disease,  and  it  k 
to  be  expected  that  antistreptococcus  serum  should,  therefore,  benefit 
the  patient's  condition  by  combating  this  complication. 

Mallory  *  in  1904  published  observations  on  four  scarlatina  cases  on 
which  he  bases  the  belief  that  scarlatina  is  caused  by  protozoa.  In 
the  skin,  between  the  epithelial  cells,  he  found  small  bodies  which  were 
easily  stained  with  mothylene-blue  and  which  because  of  their  arrange- 


»  Baginsky  and  Sommerfeld,  Berl.  klin.  Woch.,  1900. 

'  Clas8,  Phila.  Med.  Jour.,  iii.  1899. 

'  Moser,  quoted  by  Escherich,  Wien.  klin.  Woch.,  xxiii,  1903. 

*  Mallory,  Jour.  Med.  Research,  x,  1904. 
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ment  and  form  he  interpreted  as  parasites  not  very  unlike  the  Plasmo- 
dium of  malaria.  Subsequent  investigations  of  Field  *  and  others  have 
failed  to  substantiate  Mallory's  conclusions. 


FOOT-AND-MOUTH  DISEASE 

This  malady  occurs  chiefly  m  cattle,  sheep,  and  goats,  more  rarely 
in  other  domestic  animals.  It  is  characterized  by  the  appearance  of  a 
vesicular  eruption  localized  upon  the  mucosa  of  the  mouth  and  upon  the 
delicate  skin  between  the  hoofs.  In  the  females  similar  eruptions  may 
appear  upon  the  udders.  With  the  onset  of  the  eruption  there  may  be 
increased  temperature,  refusal  of  food,  and  general  depression.  Usually 
the  disease  is  mild;  the  vesicles  go  on  to  the  formation  of  small  ulcers 
and  pustules,  and  gradually  heal  with  a  disappearance  of  systemic 
symptoms.  Occasionally,  however,  the  disease  is  complicated  by  ca- 
tarrhal gastroenteritis  or  an  inflammation  of  the  respiratory  tract,  and 
death  may  ensue. 

The  disease  is  imquestionably  transmitted  from  animal  to  animal 
by  means  of  virus  contained  in  the  vesicular  contents.  It  is  also  held 
that  infection  may  take  place  through  the  agency  of  milk.  It  has  been 
claimed,  moreover,  though  on  the  basis  of  insufficient  proof,  that  infec- 
tion may  take  place  through  the  air,  without  actual  contact,  direct 
or  indirect,  with  lesions. 

On  rare  occasions  the  disease  may  be  transmitted  to  man.  Such 
infection,  when  it  does  take  place,  occurs  usually  among  the  milkers  and 
attendants  in  dairies,  and  is  transmitted  by  direct  contact.  The  course 
of  the  disease  in  man  is  usually  very  mild.  Mohler  states  that  the 
disease  may  be  transmitted  to  man  through  the  consumption  of  milk 
from  infected  animals.  He  *  adds,  however,  that  in  the  United 
States  the  disease  has  been  practically  eradicated. 

The  causative  agent  of  foot-and-mouth  disease  is  unknown.  A  num- 
ber of  organisms  have  been  cultivated  from  the  vesicles  and  mucous 
membranes  of  afflicted  animals,  but  none  of  these  could  be  shown  to 
have  etiological  significance.  Loeffler  and  Frosch,'  moreover,  have 
demonstrated  that  the  virus  contained  in  the  vesicles  may  pass  through 
the  pores  of  a  Berkefeld  filter.    It  must  be  assumed  that  the  causative 


»  Fidd,  Jour.  Exper.  Med.,  vii,  1905. 

» Mohler,  Bull.  No.  41,  U.  S.  Pub.  Health  and  Mar.  Hosp.  Serv.,  Wash.,  1908. 

•  Loeffler  und  Froech,  Cent.  f.  Bakt.,  1,  1908. 
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agent  of  this  disease  is  too  small  to  be  within  the  range  of  vision  ( 
microscopes. 

The  vims  of  the  disease  is  easily  destroyed  by  heating  to  60®  ( 
by  complete  desiccation. 

It  has  been  observed  that  one  attack  of  foot-and-mouth  diseas 
tects  against  subsequent  attacks.  This  immunity  in  most  cases  la§ 
years,  though  rare  cases  of  recurrence  within  a  single  year  have 
reported.  On  the  basis  of  such  naturally  acquired  immunity,  L< 
has  actively  immunized  horses  and  cattle  with  graded  doses  of 
obtained  from  vesicles  and  with  the  sera  of  such  aniTnab  has  pnx 
passive  immunity  in  normal  subjects. 


i 


SECTION  V 

BACTERIA    IN    AIR,  SOIL,  WATER,  AND    MILK 


CHAPTER  LII 
BACTERIA   IN  THE  AIR  AND  SOIL 

BACTERIA  IN    THE  AIR 

Bacteria  reach  the  air  largely  from  the  earth's  surface,  borne 
aloft  by  currents  of  air  sweeping  over  dry  places.  Their  presence  in 
air,  therefore,  is  largely  dependent  upon  atmospheric  conditions;  humid- 
ity and  a  lack  of  wind  decreasing  their  numbers,  dryness  and  high 
winds  increasing  them.  Multiplication  of  bacteria  during  transit 
through  the  air  probably  does  not  take  place. 

Apart  from  these  considerations  the  presence  of  bacteria  in  air  also 
depends  upon  purely  local  conditions  prevailing  in  different  places. 
They  are  most  plentiful  in  densely  populated  areas  and  within  buildings, 
such  as  theaters,  meeting  halls,  and  other  places  where  large  numbers  of 
people  congregate.  On  mountain  tops,  in  deserts,  over  oceans,  and  in 
other  uninhabited  regions,  the  air  is  comparatively  free  from  bacteria. 
A  classical  illustration  of  this  fact  is  found  in  the  experiments  which 
Pasteur  carried  out  in  his  refutation  of  the  doctrine  of  spontaneous 
generation.  Tyndall  also,  in  working  upon  the  same  subject,  demon- 
strated this  fact.  From  the  surface  of  the  ground  and  other  places 
where  bacteria  have  been  deposited,  they  reach  the  air  only  after 
complete  drying.  It  is  a  fact  of  much  importance,  both  in  bacterio- 
logical work  and  in  surgery,  that  bacteria  do  not  rise  from  a  moist 
surface.  From  dry  surfaces  they  may  rise,  but  only  when  the  air  is 
agitated  either  by  wind  or  by  air-currents  produced  in  other  ways. 
In  closed  rooms,  therefore,  even  when  bacteria  are  plentiful  and  the  walls 
and  floors  are  perfectly  dry,  there  is  little  danger  of  the  inhalation  of 
bacteria  unless  the  air  is  agitated  in  some  way.  The  most  favorable 
conditions  for  the  occurrence  of  many  bacteria  in  air  are  the  existence 
of  a  prolonged  drought  followed  by  a  dry  wind.    Under  such  condi- 
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tions,  even  the  dark  places  and  unlighted  comers  of  streets  and  habita- 
tions are  thoroughly  dried  out,  and  bacteria  are  taken  up  and  carried 
about  together  with  particles  of  dust.  At  such  times  the  dangers  from 
inhalation  are  much  multiplied.  By  experiments  made  in  balloons, 
it  has  been  found  that  bacteria  are  plentiful  below  altitudes  of  about 
fifteen  hundred  feet  and  may  be  present,  though  much  reduced  in 
numbers,  as  high  up  as  a  mile  above  the  earth's  surface.  The  species 
of  bacteria  found  in  the  air  are,  of  course,  subject  to  great  variation, 
depending  upon  locality.  Molds  and  spore-forming  bacteria,  being 
more  regularly  resistant  to  the  effects  of  simlight  and  drj-^ing  than 
bacteria  possessing  only  vegetative  forms,  are  naturally  more  generally 
distributed. 

Out  of  air  thus  laden  with  bacteria,  they  may  again  settle  when  the 
wind  subsides  and  the  air  becomes  quiescent.  The  process  of  settling, 
however,  is  extremely  slow,  since  the  weight  of  a  bacterium  is  probably 
less  than  a  billionth  of  a  gram,  and  it  may  be  held  in  susp>ension  in  air 
for  considerable  periods.  Rains,  snow,  or  even  the  condensation  of 
moisture  from  a  humid  atmosphere,  hastens  this  process  considerably, 
and  large  quantities  of  bacteria  may  settle  out  from  air,  in  a  com- 
paratively short  time,  in  ice  chests,  in  operating  rooms,  or  in  other  places 
in  which  much  condensation  of  water  vapor  takes  place. 

The  importance  of  the  air  as  a  means  of  conveying  disease  is  still  a 
problem  upon  which  much  elucidation  is  needed.  The  importance  of 
this  manner  of  conveyance  in  smallpox,  in  measles,  in  scarlet  fever, 
and  in  other  exanthemata,  can  not  be  denied.  As  regards  the  ilis- 
eases  of  known  bacU^rial  origin,  conveyance  by  air  is  of  importance 
in  the  case  of  tuberculosis,  where  infection  by  inhalation  may  take 
place,  and  in  the  case  of  anthrax,  where  inhaled  anthrax  spores  may 
give  rise  to  the  pulmonary  form  of  the  disease.  The  importance  of  air 
conveyance  for  any  great  distance  in  pneumonia,  in  influenza,  in  diph- 
theria, and  in  meningitis  is  by  no  means  clear  and  requires  much  fur- 
ther study.  The  expulsion  of  bacteria  from  the  lungs  and  naso-pharynx 
does  not  take  place  during  simple  expiration,  since  an  air-current  pas^ 
ing  over  a  moist  surface  is  not  sufficient  to  dislodge  microorganisms. 
Expulsion  of  bacteria  in  these  conditions  must  take  place  together  with 
small  particles  of  moisture  carried  out  in  sneezing,  coughing,  or  any 
forced  expiration.  The  bacteria  thus  discharged  are  then  subject  to  the 
process  of  drying  and  often  are  exposed  to  direct  sunlight  for  a  con- 
siderable period  before  they  are  again  taken  up  in  the  air. 

The  methods  of  estimating  the  bacterial  contents  of  the  air  are  not 
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entirely  satisfactory.  The  simple  exposure  of  uncovered  gelatin  or  agar 
plates  for  a  definite  length  of  time,  and  subsequent  estimation  of  the 
colonies  upon  the  plates,  yield  a  result  which  is  variable  according  to  the 
air-currents  and  the  degree  of  moisture  in  the  atmosphere,  and  furnish 
no  volume  standard  for  comparative  results.  The  methods  which 
are  in  use  at  the  present  time  depend  upon  the  suction  of  a  definite 
quantity  of  air  by  means  of  a  vacuum-pump  through  some  substance 
which  will  catch  the  bacteria.  One  of  the  first  devices  used  for  this  pur- 
p>ose  was  that  of  Hesse,  who  sucked  air  through  a  piece  of  glass  tubing, 
about  70  cm.  long  and  about  3.5  cm.  in  diameter,  the  inner  surface  of 
which  had  been  coated  with  gelatin  in  the  manner  of  an  Esmarch  roll 
tube.  This  method  is  not  efficient,  since  a  large  number  of  the  bacteria 
may  pass  entirely  through  the  tube  without  settling  upon  the  gelatin. 
One  of  the  most  satisfactory  methods  at  present  in  use  is  that  in  which 
definite  volumes  of  air  are  sucked  through  a  sand-filter.  Within  a 
small  glass  tube,  a  layer  of  sterilized  quartz  sand,  about  4  cm.  in 
depth,  is  placed.  The  sand  is  kept  from  being  dislodged  by  a  small 
wire  screen.  After  the  air  has  been  sucked  through  the  filter  the 
sand  is  washed  in  a  definite  volume  of  sterile  water  or  salt  solution, 
and  measured  fractions  of  this  are  planted  in  agar  or  gelatin  in  Petri 
plates.  The  colonies  which  develop  are  counted.  Thus,  if  two  liters 
of  air  have  been  sucked  through  the  filter,  and  the  sand  has  been 
w^ashed  in  10  c.c.  of  salt  solution,  and  1  c.c.  of  this  is  planted,  with 
the  result  of  fifteen  colonies,  then  the  two  liters  of  air  have  contained 
one  hundred  and  fifty  bacteria. 


BACTERIA  nr  son. 

Besides  the  normal  bacterial  inhabitants  of  the  soil,  bacteria  reach 
the  soil  from  the  air,  in  contaminated  waters,  in  the  dejecta,  excreta, 
and  dead  bodies  of  animals  and  human  beings,  and  in  the  substance  of 
decaying  plants.  It  is  self-evident,  therefore,  that  the  distribution  of 
bacteria  in  soil  depends  largely  upon  the  density  of  population  and  the 
use  of  the  soil  for  agricultural  or  other  purposes.  Thus,  bacteria  arc  most 
plentiful  in  the  neighborhood  of  cess-pools  or  in  manured  fields  and  gar- 
dens. Such  conditions,  however,  may  be  regarded  as  abnormal.  Even 
in  uncultivated  fields  there  is  a  constant  bacterial  flora  in  the  soil  which 
is  of  great  importance  in  its  participation  in  the  nitrogen  cycle,  a  phase 
of  the  bacteriology  of  soil  which  has  been  discussed  in  detail  in  another 
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section.  (Sec  page  40.)  There  are,  thus,  regular  and  normal  inhabitants 
of  the  soil  which  fulfil  a  definite  function  and  may  be  found  wherever 
plant  life  flourishes.  In  addition  to  these,  innumerable  varieties  of  sapro- 
phytes and  pathogenic  germs  may  be  present,  which  vary  in  species 
and  in  number  with  local  conditions.  Numerous  investigations  into 
the  actual  numerical  contents  of  the  soil  have  been  made.  Houston' 
found  an  average  of  1,500,000  bacteria  per  gram  in  garden  soil,  and 
about  100,000  bacteria  per  gram  in  the  arid  soil  of  uncultivated  regions. 
Fraenkel,'  in  studying  the  horizontal  distribution  of  bacteria  in  the  earth, 
has  found  that  they  are  most  numerous  near  the  surface,  a  gradual 
diminution  occurring  down  to  a  depth  of  about  two  yards.  Beyond 
this,  the  soil  may  be  often  practically  sterile. 

Pathogenic  bacteria  may  at  times  be  found  in  the  surface  layers, 
and  these  are  often  of  the  spore-bearing  varieties.  Most  important 
among  them  from  the  medical  standpoint  are  the  bacillus  of  tetanus,  of 
malignant  edema,  and  the  Welch  bacillus.  If  a  guinea-pig  is  inoculated 
subcutaneously  with  an  emulsion  of  garden  soil,  death  will  result  almost 
invariably  with  enormous  bloating  and  swelling  of  the  body  due  to  gas 
production.  This  is  due  to  the  fact  that  the  spore-bearing,  gas-producing 
anaerobic  bacilli  are  commonly  present  and  are  actively  pathogenic  for 
these  animals.  The  frequent  occurrence  of  tetanus  in  persons  sustain- 
ing wounds  of  the  bare  feet  and  hands  in  fields  and  excavations,  is  a 
matter  of  common  knowledge.  Anthrax,  also,  may  be  easily  conveyed 
by  soil  in  localities  where  animals  are  suffering  from  this  infection.  It 
is  not  probable  that  pathogenic  germs  which  are  not  spore-bearers  sur- 
vive in  the  soil  for  any  great  length  of  time.  Unless  the  soil  is  specially 
prepared  by  the  presence  of  defecations  or  other  other  organic  material, 
the  nutrition  at  their  disposal  is  not  at  all  suitable  for  their  needs, 
since  rapid  decomposition  of  organic  materials  by  saprophytes  is  alwa}*s? 
going  on  in  the  upper  layers.  Furthermore,  in  the  deeper  layers  the  con- 
ditions of  temperature  and  possibly  oxygen  supply  are  not  at  all  favorable 
for  the  growth  of  most  pathogenic  bacteria.  Within  a  short  distance  from 
the  surface  the  temperature  of  the  soil  usually  sinks  below  14°  or  15^  C. 
An  interesting  series  of  experiments  by  Fraenkel '  have  demonstrated 
this  point.  This  investigator  buried  freshly  inoculated  agar  and  gelatin 
cultures  of  cholera  spirilla  and  of  typhoid  and  anthrax  bacilli  at  differ- 
ent levels,  and  examined  them  for  growth  after  two  weeks  had  elapsed. 

»  Houston,  Report  Med.  Officer,  Local  Govern.  Bd.,  London,  1897. 
^Fraenkel,  Zeit.  f.  Hyg.,  ii,  1887. 
»  Fraenkel,  Zeit.  f.  Hyg.,  xi,  1887. 
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The  anthrax  bacilli  hardly  ever  showed  growth  at  a  depth  below  about 
two  yards,  and  cholera  and  typhoid  developed  colonies  at  these  depths 
only  during  the  summer  months.  Under  natural  conditions  it  must  be 
remembered  that,  at  these  levels,  suitable  nutritive  material  is  not 
found. 

A  consideration  of  practical  importance  in  this  connection  is  the 
possibility  of  infection  by  means  of  buried  cadavers.  An  elaborate  series 
of  experiments  has  been  carried  out  upon  this  subject  in  Germany,  with 
results  which  demonstrate  that  the  danger  from  the  burial  of  persons 
dead  of  infectious  diseases  was  formerly  much  exaggerated.  Experi- 
ments *  usually  failed  to  reveal  the  presence  of  cholera  and  typhoid 
bacilli  within  two  to  three  weeks  after  burial,  and  tubercle  bacilli  were 
never  found  after  three  months  had  elapsed.  It  was  only  in  the  case 
of  sporulating  microorganisms,  such  as  the  anthrax  bacillus,  that  the 
living  incitants  could  be  found  for  as  long  as  two  years  after  burial.  The 
dangers  of  infection  of  human  beings  through  the  agency  of  soil, 
therefore,  are  chiefly  those  arising  from  the  spore-bearing  bacteria  which 
are  able  to  remain  alive  in  spite  of  the  imfavorable  cultural  conditions. 
It  has  been  found  by  some  observers,'  however,  that,  under  special  con- 
ditions, non-sporulating  bacteria,  more  especially  the  typhoid  bacillus, 
may  remain  alive  in  soil  for  several  months.  Although  these  bacteria, 
as  well  as  those  of  cholera,  diphtheria,  etc.,  can  not  proliferate  under  the 
conditions  found  in  the  soil,  the  fact  that  they  can  remain  viable  for  such 
prolonged  periods  in  the  upper  layers  suggests  the  possibility  of  danger 
from  the  use  of  unwashed  vegetables,  such  as  lettuce  or  radishes  or  other 
soil  and  sewage  contaminated  food  products.  The  examination  of  soil 
for  colon  bacilli,  while  demonstrating  the  presence  or  absence  of  manure 
or  sewage  contamination,  has  no  practical  value,  since  colon  bacilli  are 
found  in  the  dejecta  of  animals. 

Examination  of  specimens  of  soil  for  their  numerical  bacterial 
contents  is  extremely  unsatisfactory  because  the  bacteria  there  found 
can  hardly  ever  all  be  cultivated  together  under  one  and  the  same 
cultural  environment.  A  large  number  are  anaerobic,  others  again 
thrive  at  low  temperatures,  while  again  another  class  may  require  un- 
usually high  temperatures.  When  such  examinations  are  made,  how- 
ever, specimens  of  the  soil  from  the  surface  layer  may  be  taken  in  a 
sterile  platinum  spoon.     When  taken  from  the  lower  levels,  a  drill, 

1  Petri,  Arb.  a.  d.  kais.  Gesundheitsarat,  vii. 

'  Firth  and  Harrocka,  Brit.  Med.  Jour.,  Sept.^  1902. 
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such  as  that  devised  by  Fraenkel,  maybe  used.  This  consists  of  an  iron 
rod  the  lower  end  of  which  is  pointed.  Just  above  the  point  a  movable 
collar  is  fitt^^d.  This  collar  has  a  slit-like  opening.  The  rod  beneath  d'- 
collar  has  a  deep  longitudinal  groove  corresponding  to  the  slit  in  the 
collar.  A  flange  on  the  collar  permits  opening  and  closing  of  the  groove 
while  the  instrument  is  below  the  ground.  The  drill  is  forced  into  the 
earth  to  the  desired  depth,  the  groove  is  opened  and  earth  is  forced  into 
the  chamber  by  twisting  the  rod.  In  the  same  manner  the  groove  may 
be  closed.  The  soil  obtained  in  this  way  is  taken  out  of  the  chamte 
and  a  definite  quantity,  say  one  gram,  is  dissolved  and  washed  thor- 
oughly in  a  measured  volume  of  sterile  water  or  sterile  salt  solution. 
Fractions  of  this  are  then  mixed  with  the  culture  medium,  plated,  and 
cultivated  aerobically  or  anacrobically  as  desired. 


CHAPTER  LIII 
BACTERIA  IN  WATER 

All  natural  waters  contain  a  more  or  less  abundant  bacterial  flora. 
This  fact,  combined  with  our  knowledge  that  the  incitants  of  several 
epidemic  diseases  and  a  number  of  minor  ailments  of  a  diarrheal  char- 
acter are  water  borne,  gives  the  bacteriological  investigation  of  water  a 
place  of  great  importance  in  hygiene.  In  nature,  there  are  very  few 
sources  of  water  supply  which  do  not  contain  bacteria  of  one  or  another 
description.  While  pathogenic  bacteria  are  usually  not  present  except 
in  those  waters  which  are  directly  contaminated  from  human  sources,  a 
thorough  understanding  of  the  quantitative  and  qualitative  bacterial 
contents  of  all  natural  waters  is  necessary  in  order  that  we  may  in- 
telligently gather  comparative  data  as  to  the  fitness  of  any  given  water 
for  human  consumption. 

The  gross  appearance  of  water  is  rarely,  if  ever,  an  indication  of  its 
danger.  The  turbid  waters  of  running  streams  in  sparsely  populated 
agricultural  districts  may  be  safe,  while  perfectly  clear  well  waters 
subjected  to  the  dangers  of  contamination  from  neighboring  sinks 
or  cess-pools  may  contain  large  numbers  of  pathogenic  germs. 

The  diseases  which  are  known  to  be  more  directly  connected  with 
water  supply  are  typhoid  fever  and  cholera. 

Typhoid  germs  discharged  from  the  bowel  or  from  the  uiine  of 
typhoid  patients  or  convalescents  may  be  carried  by  the  sewage  or  from 
the  neighboring  soil  into  a  river  or  lake  and  lead  to  infection  of  the 
population  deriving  its  drinking  water  from  this  source.  There  are  a 
great  many  investigations  on  record  in  which  severe  typhoid  epidemics 
have  been  traced  to  such  sources. 

In  the  case  of  cholera,  where  the  germs  are  discharged  from  the  bowels 
in  enormous  numbers,  conveyance  of  the  disease  by  water  is  even  more 
apparent,  and  the  discoverers  of  the  cholera  germ  themselves,  in  their 
early  work  in  Egypt  and  India,  were  able  to  isolate  the  bacteria  from 
contaminated  water  supplies. 

In  regard  to  the  less  clearly  understood  diarrheal  diseases,  dysen- 
tery, cholera  infantum,  etc.,  the  direct  relation  to  water  supply  has  not 
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been  so  definitely  proven,  and  can  be  deduced  only  from  the  diminu- 
tion of  such  infections  after  the  substitution  of  pure  water  for  the  pre- 
viously used  impure  supply.  It  is  thus  seen  that  water  bacteriology  is 
one  of  the  most  important  branches  of  the  science  of  hygiene,  and  hai 
led,  and  is  constantly  leading,  to  enormous  diminution  of  the  death  rate 
in  all  communities  where  an  intelligent  study  of  the  conditions  has  been 
made. 

The  bacterial  purity  of  natural  waters,  although  dependent  upon 
special  and  local  conditions  in  relation  to  possible  contamination,  diffen 
widely,  according  to  the  source  from  which  such  waters  are  derived. 

Rain  water  and  snow  water  are  usually  contaminated  with  bactem 
by  the  dust  which  they  gather  on  their  way  to  the  ground,  and  are 
especially  rich  in  bacteria  when  taken  during  the  first  few  hours  of  a 
rain  or  snow  stoim  when  the  air  is  still  dusty  and  filled  with  floating 
particles.  During  the  later  hours  of  prolonged  storms,  rain  water  and 
snow  water  may  be  comparatively  sterile.  Miquel,^  who  made  exten- 
sive experiments  in  France  on  the  bacterial  contents  of  rain  water, 
found  that  in  country  districts,  where  the  air  is  less  dusty,  rain  water 
contained  an  average  of  about  4.3  bacteria  to  the  cubic  centimeter. 

The  bacterial  counts  of  snow  water  are  usually  somewhat  higher  tlian 
those  of  rain. 

The  waters  of  streams,  ponds,  and  lakes  are  usually  spoken  of  tf 
surface  waters,  and  these  of  all  natural  supplies  contain  the  largest  num- 
ber of  bacteria.  In  each  case,  of  course,  the  quantitative  and  quali- 
tative bacterial  flora  of  such  waters  is  intimately  dependent  upon  the 
conditions  of  the  surrounding  country,  the  density  of  the  population, 
and  the  relation  of  these  waters  to  sewage.  It  is  also,  and  to  no  leas 
important  degree,  dependent  upon  weather  conditions,  the  influence  of 
light  and  temperature,  and  the  food  supply  contained  within  the  waters 
in  the  form  of  decayed  vegetation.  In  all  such  surface  waters  there  is 
constantly  going  on  a  process  of  self-purification.  The  chief  factor  in 
this  process  is  sedimentation.  In  stagnant  ponds  and  lakes  with  but 
sluggish  currents  there  is  a  constant  sedimentation  of  the  heavier 
particles,  which  gradually  but  steadily  leads  to  a  diminution  of  the 
number  of  bacteria  in  the  upper  layers  of  the  water.  In  rivers  where 
sedimentation  is  to  a  certain  extent  prevented  by  rapidity  of  current, 
the  effectiveness  of  such  sedimentation  is,  of  course,  entirely  dependent 
upon  the  speed  of  the  current. 


^Miguel,  Revue  d'hyg.,  viii,  1886. 
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The  influence  of  light  in  purifying  surface  waters  is  important  chiefly 
in  ponda,  lakes,  and  sheets  of  water  which  expose  a  large  surface  to  the 
sunlight,  and  where  the  surroundings  are  such  that  the  sun  has  free  access 
throughout  the  day.  According  to  the  researches  of  Buchner,"  the  bac- 
tericiciai  effects  of  light  penetrate  through  water  to  a  depth  of  three  feet. 

The  etfects  of  temperature  in  purifying  surface  waters  under  natural 
conditions  are  probably  not  great.  There  is,  however,  a  general  tendency 
toward  diminution  of  the  bacterial  flora  as  the  temperature  of  such 
waters  becomes  lower. 

The  presence  of  protozoa  in  natural  waters  as  purifying  agents  has 
recently  been  emphasized  by  Huntemiiller,^  who  claims  that  these  organ- 
isms by  phagocytosis  greatly  diminish  the  number  of  bacteria  in  any 
given  body  of  water.  It  is  self-evident  that  the  number  of  bacteria  in 
any  of  these  waters  is  never  constant,  since  all  factors  which  tend  to  a 
diminution  or  increase  in  volume,  such  as  drying  up  of  tributary  streams 
or  the  occurrence  of  heavy  rains,  would  lead  to  differences  of  dilution 
wiiich  would  materially  change  numerical  bacterial  estimations.  The 
influence  of  rains,  furthermore,  may  be  a  twofold  one.  On  the  one  hand, 
heavy  rain-falls,  by  washing  a  large  amount  of  dirt  into  the  rivers  and 
lakes  from  the  surrounding  land,  have  a  tendency  to  increase  the 
bacterial  flora.  This  influence  would  be  especially  marked  in  all  bodies 
of  water  which  are  surrounded  by  cultivated  land  where  manured  fields 
and  gra):ing-meadows  supply  a  plentiful  source  of  bacteria.  On  the 
other  hand,  in  regions  where  arid,  uninhabited  lands  surround  any 
given  river  or  lake,  the  rain  would  carry  with  it  verj-  little  living  con- 
tamination and  would  act  chiefly  as  a  diluent  and  diminish  the  actual 
proportion  of  bacteria  in  the  wafer. 

Another  and  extremely  important  source  of  water  supply  is  that 
spoken  of  technically  as  "ground  water."  The  "groundwaters"  include 
the  shallow  wells  employed  in  the  country  districts,  springs,  and  deep 
or  artesian  wells.  The  shallow  wells  that  form  the  water  supply  for  a 
large  proportion  of  farms  in  the  eastern  I' nited  States  arc  usually  very 
rich  in  bacteria  and  ai-e  by  no  means  to  be  regarded  as  safe  sources,  ex- 
cept in  cases  where  great  care  is  observed  as  to  cleanliness  of  the  sur- 
roundings. In  such  wells  the  filtration  of  the  water  entering  the  well 
may  be  subject  to  great  variation  according  to  the  geological  con- 
ditions of  the  surrounding  ground.  The  proximity  of  bams  and  sinks 
may  lead  to  dangerous  contamination  of  such  waters. 

'  Burftner,  Arch,  t,  Hyg,,  xvii,  1895.       '  IlurUemiiUfT,  Arch.  f.  Hyg.,  liv,  1905. 
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Examinations  by  various  bacteriologists  have  shown  that  such  wells 
frequently  contain  as  many  as  five  hundred  bacteria  to  the  cubic  centi- 
meter. 

Perennial  spring  waters  are  usually  pure.  Examinations  by  the  Mas- 
sachusetts State  Board  of  Health  ^  in  1901  showed  an  average  of  about 
forty  bacteria  per  cubic  centimeter.  As  sources  of  water  supply  for 
general  consumption,  however,  springs  can  hardly  be  very  important 
because  of  the  insignificant  quantities  usually  derived  from  them. 

Of  much  greater  practical  importance  are  deep  artesian  wells,  which, 
under  ordinary  conditions,  are  largely  free  from  bacterial  contamination. 

Qaantitative  Estiinations  of  Bactoria. — The  quantitative  estima- 
tion of  bacteria  in  water  is  of  necessity  inexact,  because  of  the  difficulty 
of  always  securing  fair  average  samples  from  any  large  body  of  water, 
and  because  of  the  large  variations  in  cultural  requirements  of  the 
flora  present  in  them.  All  these  methods  depend  upon  colony  enumera- 
tion in  plates  of  agar  or  gelatin,  preferably  of  both.  For  the  sake  of 
gaining  some  basis  of  comparison  for  residts  which,  at  best,  can  never  be 
entirely  accurate,  an  attempt  has  been  made  by  the  American  Public 
Health  Association  '  to  standardize  the  methods  of  analysis. 

Water  for  analysis  should  always  be  collected  in  clean,  sterile  bottles, 
preferably  holding  more  than  100  c.c.  If  water  is  to  be  taken  from  a 
running  faucet  or  a  well  supplied  with  piping,  it  is  important  that  it 
should  be  allowed  to  run  for  some  time  before  the  sample  is  taken,  in 
order  that  any  change  in  bacterial  content  occurring  inside  of  the  pipes 
may  be  excluded.  It  is  obvious  that  in  water  pipes  through  which 
the  flow  is  not  constant,  bacteria  may  find  favorable  conditions  for 
growth  and  such  a  sample  would  not  represent  fairly  the  supply  to 
be  tested. 

When  the  water  is  taken  from  a  pond,  lake,  or  cess-pool,  the  bottle 
may  be  lowered  into  the  water  by  means  of  a  weight,  or  may  be  plunged 
in  with  the  hand,  great  care  being  exercised  not  to  permit  contamina- 
tion from  the  fingers  to  occur.  A  number  of  devices  for  coUecting  water 
have  been  originated,  a  very  excellent  one  for  small  samples,  by  Stein- 
berg,^ consisting  of  a  small  glass  bulb  with  a  capillary  neck  which  is 
sealed  while  the  bulb  is  hot.  This  is  attached  to  a  rod,  and  a  wire  noo* 
is  fastened  to  the  neck  of  the  bulb.    When  immersed  in  water  the  neck 


»  Mass.  Stat€  Bd.  of  Health,  33d  Annual  Report  for  1901. 
2  Fuller,  Trans.  Amer.  Public  Health  Assn.,  xxvii,  1902.     Report  of  Com.  on 
Standard  Methods  of  Water  Analysis.     Jour.  Inf.  Dis.,  Suppl.  1,  1905. 
«  Sternberg,  "Manual  of  Bact." 
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may  be  broken  oflF  by  means  of  the  wire,  and  water  will  be  forced  into 
the  bulb  to  satisfy  the  vacuum. 

After  the  water  has  been  collected  it  is  important  to  plate  it  before 
the  bacteria  in  it  have  a  chance  to  increase.  The  changes  taking  place 
during  transportation,  even  when  packing  in  ice  has  been  resorted  to, 
have  been  found  by  Jordan  and  Irons  ^  to  be  considerable.  It  is  impera- 
tive, therefore,  that  plating  of  the  water,  if  possible,  shall  not  be 
delayed  for  longer  than  one  or  two  hours  after  collection. 

Before  plating,  the  bottle  containing  the  sample  should  be  shaken 
at  least  twenty-five  times  in  order  to  distribute  the  bacterial  contents 
evenly.  The  quantities  to  be  plated  will  depend  to  a  certain  extent  upon 
the  probability  of  there  being  a  large  or  small  number  of  bacteria. 
If  less  than  two  hundred  are  suspected,  1  c.c.  of  the  water  should  be 
taken  out  of  the  bottle  with  a  sterile  pipette  and  placed  in  a  sterile  Petri 
dLsh.  To  this  is  added  10  c.c.  of  gelatin  at  a  temperature  of  about  30®C., 
or  of  agar  at  a  temperature  of  not  over  40°  C.  The  water  is  thoroughly 
mixed  with  the  medium  by  repeated  tilting  of  the  plate,  and  finally  al- 
lowed to  harden  in  the  regular  way.  If  unusual  pollution  or  other  data 
lead  to  a  suspicion  that  the  bacterial  coimt  is  apt  to  be  extremely  high, 
it  is  advisable  to  dilute  the  sample  of  water  with  sterile  water  before 
plating.  The  reason  for  mixing  water  and  medium  in  the  Petri  dish, 
rather  than  in  the  tube,  as  was  formerly  done,  is  the  fact  that  in  the 
pouring  of  the  mixture  from  the  tube  a  certain  amount  of  residuum  is 
left  which  naturally  leads  to  a  diminution  in  the  actual  number  of 
colonies  developing  in  the  plate.  The  gelatin  is  incubated  at  20°  C, 
the  agar  at  37.5°  C. 

The  gelatin  and  agar  which  are  used  should  be  made  according  to  the 
standard  methods  recommended  by  the  American  Public  Health  Associa- 
tion. The  gelatin  should  be  made  of  meat  infusion  and  not  of  meat  ex- 
tract, and  should  contain  one  per  cent  of  Witte's  pcpton  and  ten  per  cent 
of  the  best  so-called  French  brand  of  gelatin.  It  should  not  soften  when 
kept  at  a  temperature  of  25°  C.  The  agar  medium  should  also  be  made 
of  meat  infusion  and  of  the  highest  grade  of  commercial  thread  agar. 
For  general  purposes  the  standard  reaction  of  media  should  be  one 
per  cent  acidity,  but  for  long-continued  work  on  water  from  the  same 
source  the  optimum  reaction  should  be  ascertained  and  adhered  to, 
and  diflFerences  from  the  standard  reaction  should  be  mentioned  in  the 
report. 

« Jordan  and  Irons,  Reports  of  the  Amer.  Pub.  Health  Assn.,  xxv,  1889. 
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Incubation  of  the  gelatin  should  be  continued  for  forty-eight  hours 
in  an  atmosphere  saturated  with  moisture.  When  agar  is  used,  incubation 
for  twenty-four  hours  is  usually  sufficient,  and  it  is  ailvautjigi^ous  to 
employ  Petri  dishes  supplied  with  porous  earthenware  covers/  Simple 
inversion  of  the  Petri  dishes  when  placed  in  the  incubator  obviates  the 
necessity  of  using  the  porous  covers. 

In  counting,  the  ordinarj*^  counting  plates  divided  into  I  cm.  squares 
may  be  used,  but,  whenever  possible,  all  the  colonies  in  a  plate  should  l)e 
counted. 

The  value  of  the  quantitative  estimation  of  bacteria  in  water  is 
only  a  comparative  one,  and  no  arbitrary  standards  can  be  established 
for  the  purity  of  water  on  this  basis.  In  general  it  may  be  said  that 
water  containing  one  hundred  bacteria  to  the  cubic  centimeter  or  less 
is  apt  to  be  from  a  deep  source  and  comparatively  pure;  that  water 
containing  five  hundred  bacteria  to  the  cubic  centimeter  or  over  is 
open  to  suspicion,  and  that  any  water  containing  over  one  thousand 
to  the  cubic  centimeter  is  probably  from  a  polluted  source.  At  the 
same  time  it  is  quite  impossible  to  draw  any  direct  conclusions  from 
numerical  colony  counts,  and  all  such  results  must  be  carefully  weighed 
in  the  balance  with  qualitative  analyses  and  chemical  tests,  and  knowl- 
edge of  environmental  conditions. 

Qaalitative  Bacterial  Analyses  of  Water. — Of  far  greater  importance 
than  quantitative  analysis  is  the  isolation  of  bacteria  either  distinctly 
pathogenic,  such  as  the  cholera  spirillum  and  the  typhoid  bacillus, 
or  of  other  species  probably  emanating  from  contaminating  sources, 
such  as  a  B.  coH.  Unfortunately  there  are  no  reliable  methods  by  which 
typhoid  and  cholera  genns  can  be  isolated  from  water  with  any  degree 
of  regularity  or  certainty.  Although  frequently  the  isolation  of  such 
organisms  is  possible,  a  negative  result  in  these  cases  is  by  no  means 
eliminative  of  their  presence. 

The  isolation  of  typhoid  bacilli  from  water  is  very  diflScult,  chiefly 
because  of  the  great  dilution  which  contaminations  undergo  upon  enter- 
ing any  large  body  of  water.  The  difficulty  of  isolating  typhoid  bacilli, 
even  from  the  stools  of  infected  patients,  makes  it  clear  that  such  diffi- 
culties are  enhanced  when  a  considerable  dilution  of  the  excreta  take? 
place.  Furthermore,  water  is  by  no  means  a  favorable  medium  for  the 
typhoid  bacillus.    Russell  and  Fuller  ^  have  shown  that  typhoid  bacilli 


'Hill,  Jour.  Med.  Res.,  xiii.  1904. 

2  Russell  and  Fuller,  Jour.  Inf.  Dis.,  Suppl.  2,  1908. 
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may  die  in  water  within  five  days,  and  it  is  unquestionable  that  the 
rate  of  increase  of  thi^se  bacteria  Ls  l)y  no  means  equal  to  that  of  many 
other  microorganisms  for  which  polluted  water  at  the  temperature  en- 
countered in  streams  and  lakes  forms  a  much  more  favorable  medium. 

It  is  thus  clear  that  even  in  infected  wat<jrs  the  immber  of  typhoid 
bacilli  encountered  can  never  be  wry  great.  ^ 

A  large  number  of  methods  for  the  isolation  of  the  typhoid  bacillus 
from  water  have  been  devised.  Most  of  the  media  used  arc  identical 
with  those  employed  for  the  isolation  of  these  bacteria  from  the  stools. 
These  media  have  been  discussed  in  the  chapter  dealing  with  the 
typhoid  bacillus. 

Drigalski  ■  has  reported  a  method  for  which  he  claims  (ronsiderable 
success  in  isolating  typhoid  bacilli  from  water,  which  depends  upon  the 
motility  of  the  organisms.  One-  to  two-liter  samples  of  water  are  taken 
and  allowed  to  stand  at  room  temperature  in  high  jars  for  one  or  two 
days.  Small  quantities  are  then  removed  from  the  surface  and  planted 
on  Wurtz's  lactose  litmus  agar.  The  method  depends  upon  the  probabil- 
ity of  the  settling  out  of  non-motile  organisms  and  the  possibility,  there- 
fore, of  getting  motile  organisms  only  in  the  plates. 

Parietti  ^  and  others  have  attempt<?d  to  eliminate  other  organisms  by 
adding  phenol  and  hydrochloric  acid  to  neutral  broth,  in  the  hope  that 
the  high  acidity  and  the  antiseptic  qualities  of  the  phenol  will  destroy 
more  delicate  organisms  than  the  typhoid  bacillus.  Inasmuch  as  B. 
coli,  however,  withstands  these  reagents  as  well  as  B.  typhosus,  or  even 
better,  these  methods  have  not  met  with  great  success. 

A  method  which  has  proved  useful  hi  the  hands  of  Adami  and  Chapin* 
is  one  which  depends  upon  the  phenomenon  of  agglutination.  These 
authors  collect  water  in  two-liter  specimens  and  to  each  two  liters  add 
20  c.c.  of  one  per  cent  glucose  broth.  These  samples  are  incubated  at 
37.5''  C.  for  twenty-four  hours,  and  at  the  end  of  this  time  (juantities 
of  10  c.c.  are  withdrawn  and  placi^d  in  test  tubes.  To  each  of  these 
tubes  potent  typhoid  senmi,  preferably  diluted  1  :  (50,  is  added,  and 
whenever  agglutination  occurs  the  flocculi  an>  washed  and  plated  on 
various  media  for  identification. 

Vallet  and  othei-s  have  attempted  to  precipitate  typhoid  bacilli  out 
of  water  by  chemical  means.    The  jnirpose  of  these  methoils  has  been 


'  Imu'8  ami  Amicr»fm,  Rep.  of  MihL  Offiwr,  Jxmdon  County  Council,  1894. 

3  I>rigal«k{,  Arb.  a.  d.  kais.  (Jesuiullioit'^amt,  xxiv,  190G. 

»  Parietti,  Rev.  d'igiene  e  siin.  pub,.  1890. 

•  Adami  and  Chnpiri,  Jour.  Med.  Res.,  xl,  1904. 


678  BACTERIA  IN  AIR,  SOIL,  WATER,  AND  MILK 

to  entangle  the  bacteria  in  an  inert  precipitate,  and  thus  concentrate  the 
bacteria  in  water  for  purposes  of  cultivation.  Vallet's  method  is  as 
follows:  To  two  liters  of  water  add  20  c.c.  of  a  7.75  per  cent  solution 
of  sodium  hyposulphite  and  20  c.c.  of  a  10  per  cent  solution  of  lead 
nitrate.  When  the  precipitate  has  settled,  the  clear  supernatant  fluid 
is  decanted  and  the  precipitate  dissolved  in  a  saturated  sodium  hj-po- 
sulphite  solution.  This  clear  solution  is  then  plated.  Willson  ^  has 
modified  this  method  by  adding  to  the  water  0.5  gms.  of  alum  to  each 
liter.  A  precipitate  is  formed  which  may  either  be  allowed  to  settle  or 
may  be  brought  down  by  centrifugalization.  The  supernatant  fluid  is 
removed  and  the  precipitate  plated. 

In  actual  work  many  of  the  methods  which  are  aimed  purely  at  B. 
coli  may  lead  to  success  in  the  isolation  of  B.  typhosus,  because  of 
the  similarity  of  the  two  organisms  in  their  reaction  to  definite  media. 
Thus,  the  method  of  Jackson,'  who  employs  one  per  cent  of  lactose  in 
pure  ox-bile  for  the  isolation  of  B.  coli,  has  occasionally  led  to  the  simul- 
taneous isolation  of  B.  typhosus. 

The  isolation  of  the  vibrio  of  cholera  is  less  difficult  than  that  of  B. 
typhosus,  primarily  because  of  the  much  greater  numbers  of  these 
microorganisms  discharged  into  sewage.  The  number  of  cholera  spirilla 
in  the  excreta  of  cholera  patients  is  enormously  higher  than  is  that  of 
B.  typhosus  in  the  stools  of  typhoid-fever  patients.  It  is  not  infre- 
quent, therefore,  that  the  source  of  a  cholera  infection  may  be  directly 
traced  to  the  water  supply.  Koch,'  the  discoverer  of  the  cholera  vibrio, 
has  indicated  a  method  which  has  frequently  found  successful  applica- 
tion. 

To  100  c.c.  of  the  infected  water  are  added  one  per  cent  of  pepton 
and  one  per  cent  of  salt.  This  mixture  is  then  incubated  at  37.5°  C. 
and  after  ten,  fifteen,  and  twenty  hours,  specimens  from  the  upper 
layers  are  examined  microscopically  and  are  plated  upon  gelatin.  Upon 
the  weak  pepton  solution  cholera  spirilla  increase  very  rapidly  at  in- 
cubator temperatures  and  then  when  plated  in  gelatin  the  detection  of 
characteristic  colonies  is  comparatively  easy. 

Because  of  the  great  difficulties  outlined  above  in  isolating  specific 
pathogenic  germs  from  polluted  waters,  bacteriologists  have  attempted 
to  form  an  approximate  estimate  of  pollution  by  the  detection  of 
other  microorganisms  which  form  the  predominating  flora  of  sewage. 

»  Willson,  Jour,  of  Hyg.,  v,  1905. 

3  Jackson,  Joum.  of  Inf.  Dis.,  Suppl.  2,  1907. 

3  Koch,  Zeit.  f.  Hyg.,  xiv,  1893. 
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Chief  among  these  is  B.  coli.  The  isolation  and  numerical  estimation 
of  B.  coli  in  polluted  water  has  been  for  a  long  time  one  of  the  criteria 
of  pollution.  This  so-called  colon  test,  however,  should  always  be  ap- 
proached with  conservatism  and  should  never  be  carried  out  qualita- 
tively only.  Careful  quantitative  estimation  should  be  made  in  every 
case. 

B.  coli  in  water  is  by  no  means  always  the  result  of  human  con- 
tamination, since  this  bacillus  is  found  in  great  abundance  in  the 
intestines  of  domestic  animals.  According  to  Poujol,  B.  coli  does  not 
even  always  point  to  fecal  contamination,  since  this  author  was  able 
to  find  the  bacillus  in  the  water  of  a  number  of  wells  where  no  possible 
contamination  of  any  sort  could  be  traced.  Prescott  ^  explains  this,  as 
well  as  similar  cases,  by  the  fact  that  organisms  of  the  colon  group 
may  occasionally  be  parasitic  upon  plants. 

The  opinions  of  hygienists  are  widely  at  variance  as  to  the  value 
of  the  colon  test.  While  the  discovery  of  isolated  bacilli  of  the 
colon  group  may  therefore  be  of  little  value,  it  is  nevertheless  safe 
to  follow  the  opinion  of  Houston,*  who  states  that  the  discovery  of 
B.  coli  in  considerable  numbers  invariably  points  to  sew^age  pollution, 
and  that  the  absolute  absence  of  B.  coli  is,  as  a  rule,  reliable  evidence  of 
purity. 

For  the  purpose  of  isolating  B.  coli  from  water,  a  large  number 
of  methods  have  been  devised.  In  examining  sewage  or  other  pol- 
luted waters  in  which  the  number  of  colon  bacilli  is  comparatively 
large,  the  direct  use  of  lactose  litnms  agar  plates  yields  excellent 
results.  Varying  quantities  of  water  may  be  added  to  this  medium 
and  the  development  of  red  colonies  at  incubator  temperatures  usually 
indicates  the  presence  of  bacilli  of  this  species.  These  colonies  may  be 
fished  and  further  identified.  Copeland  ^  has  proposed  the  addition  of 
two-tenths  per  cent  of  phenol  to  this  medium  in  order  to  inhibit  other 
bacteria. 

In  water  less  grossly  polluted,  some  method  of  enrichment  must  be 
employed  in  order  to  increase  the  number  of  bacteria  so  that  they  may 
be  found  in  plates.  For  this  purpose  glucose  bouillon  in  fermentation 
tubes,  according  to  the  method  of  Theobald  Smith,  may  be  employed.* 
In  this  medium, at  a  temperature  of  37.5°  C.,the  colon  bacilli  grow  with 


'  Prescott,  Science*,  xv,  1903. 

» Houston,  Rep.  Medical  Officer,  Ijocal  Gov.  Boarrl,  London,  1900. 

»  Copdarul,  Jour.  Boston  Soc.  Med.  Sciences,  1901. 

*  PrescoUj  Science,  xvi,  1902. 
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great  speed  and  transplants  to  plating  media  may  be  taken  aftor  eight 
or  more  hours'  incubation. 

A  medium  which  has  found  successful  application  is  that  propoHCil 
by  Jackson.^  This  medium,  as  stated  above,  consists  of  undihiteii  ox- 
bile,  to  which  has  been  added  one  per  cent  of  lactose. 

For  quantitative  estimation  of  colon  bacilli  in  water,  Theobald 
Smith '  has  proposed  the  use  of  dextrose  bouillon  in  fermentation  tubes. 
to  which  are  added  varying  quantities  of  water,  ranging  from  0.001  to 
1  c.c.  The  appearance  of  gas  in  any  of  these  tubes  would  indicate  the 
presence  of  B.  coli,  and  the  number  can  be  approximately  computed 
from  the  smallest  quantity  of  water  by  which  gas  formation  has  been 
produced. 

According  to  Irons,*  the  presence  of  B.  coli  in  such  fermentation 
tubes  may  be  determined  without  actual  isolation  and  cultivation  of  the 
organism,  by  estimating  the  comparative  amount  of  carbon  dioxide  in 
the  gas.  Whenever  carbon  dioxide  forms  approximately  thirty-thnr 
per  cent  of  the  gas  present.  Irons  concludes  that  B.  coli  is  present. 

Jackson  *  believes  when  lactose  ox-bile  is  used  that  tw^enty-five  pt  r 
cent  of  gas  within  seventy-two  hours  may  be  regarded  as  positive  for 
B.  coli. 

» Jackson,  Jour.  Inf.  Dis.,  Suppl.  2,  1907. 

»  Th,  Smith,  13th  Ann.  Rep.  N.  Y.  S.  Board  of  Health. 

» Irons,  Trans.  Amer.  Pub.  Health  Assn.,  xxvi,  1900. 

*  Jackson,  *'Biol.  Studies  of  Pupils  of  W.  T.  Sedgwick,''  Boston,  i906. 
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BAOTSBIA    IN    MILK 

The  universal  uqe  of  cows'  milk  as  a  food,  especially  for  the  nourish- 
ment of  infants,  has  necessitated  its  close  study  by  bacteriologists  and 
hygienists.  It  furnishes  an  excellent  culture  medium  for  bacteria  and 
is,  therefore,  pre-eminently  fitted  to  convey  the  germs  of  infectious  dis- 
ease. The  many  changes  which  take  place  in  milk,  furthermore,  and 
which  add  or  detract  from  its  nutritive  value,  are  due  largely  to  bacterial 
growth  and  have  been  elucidated  by  bacteriological  methods. 

Within  the  udder  of  the  healthy  cow,  milk  is  sterile.  If  pyogenic  or 
systemic  diseases  of  bacterial  origin  exist  in  the  cow,  the  milk  may, 
under  certain  circumstances,  be  infected  even  within  the  mammary 
glands.  In  the  milk  ducts  and  in  the  teats,  however,  even  in  perfectly 
healthy  animals,  a  certain  number  of  bacteria  may  be  found.  For  this 
reason,  even  when  all  precautionary  measures  are  followed,  the  milk 
as  received  in  the  pail  is  usually  contaminated.  As  a  matter  of  fact, 
the  anatomical  location  of  the  udder  and  the  mechanical  difficulties  of 
milking  make  it  practically  impossible  to  collect  milk  under  absolutely 
aseptic  conditions,  and,  under  the  best  circumstances,  from  100  to  500 
microorganisms  per  c.c.  may  usually  be  found  in  freshly  taken  milk. 
Withdrawn  under  conditions  of  ordinary  cleanliness,  the  bacterial 
contents  of  milk  are  considerably  higher  than  this.  After  the  proc- 
ess of  milking,  in  spite  of  all  practicable  precautions,  the  chances 
for  the  contamination  of  milk  are  considerable;  but  even  could  these 
be  eliminated,  the  bacterial  contents  of  a  given  sample  would  ultimately 
rapidly  increase  because  of  the  rich  culture  medium  which  the  milk 
provides  for  bacteria.  Whether  large  increases  shall  take  place  or  not  de- 
pends, in  the  first  place,  upon  the  temperature  at  which  milk  is  kept,  and, 
in  the  second  place,  upon  the  length  of  time  which  intervenes  before  its 
consumption.    Though  fresh  milk  possesses  slight  bactericidal  powers,^ 

»  Rosenau  and  McCoy ^  Jour.  Med.  Res.,  18,  1908. 
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these  are  by  no  means  sufficient  to  be  of  practical  importance  in  the 
inhibition  of  bacterial  growth.  Kept  at  or  about  freezing-point,  the 
bacterial  contents  of  milk  do  not  appreciably  increase.  At  higher  tem- 
peratures, however,  a  rapid  propagation  of  bacteria  takes  place  which, 
especially  during  the  summer  months,  speedily  leads  to  enormous  num- 
bers. In  a  case  reported  by  Park,*  where  milk,  containing  at  the  first 
examination  30,000  microorganisms  per  cubic  centimeter,  was  kept 
at  30®  C.  (86°  F.)  for  twenty-four  hours,  the  count  at  the  end  of  this 
time  yielded  fourteen  billions  of  bacteria  for  the  same  quantity. 

It  is  of  much  importance,  therefore,  that  the  cleanliness  of  dairies, 
of  cattle,  and  in  the  handling  of  milk  should  be  reinforced  by  the  utmost 
care  in  chilling  and  icing  during  shipment  and  before  sale. 

Because  of  its  great  importance,  especially  for  the  health  of  the  chil- 
dren in  large  cities  during  the  summer  months,  the  milk  question  has, 
of  recent  years,  received  much  attention  from  health  officers.  In  the 
city  of  New  York,  the  question  has  been  made  the  subject  of  many 
careful  studies  by  Park  ^  and  his  associates.  Commissions,  working 
in  Chicago,'  Boston,*  and  other  large  towns,  have  placed  the  sale  of  milk- 
under  more  or  less  exact  bacteriological  supervision.  Park  has  de- 
termined that  the  milk,  as  sold  in  New  York  stores  during  the  cold 
weather,  not  infrequently  averages  seven  hundred  and  fifty  thousand 
bacteria  per  cubic  centimeter;  during  the  hot  summer  months,  the 
bacterial  contents  of  similar  milk  not  infrequently  average  one  million 
and  more,  for  the  same  quantity.*  In  consequence  of  these  and  other 
researches,  large  dairies  have  introduced  bacteriological  precautions 
into  their  method  of  milk  production.  They  have  attempted  the  reduc- 
tion of  the  bacterial  contents  of  milk  by  scrupulous  cleanliness  of  the 
bams  and  of  the  udders  and  teats  of  the  cow,  by  the  elimination  of  dis- 
eased cattle,  by  sterilization  of  the  vessels  in  which  the  milk  is  received, 
and  of  the  hands  of  the  milker;  also  by  the  immediate  filtering  and 
cooling  of  the  milk  and  the  packing  of  the  milk  cans  in  ice,  where 
they  remain  until  delivered  to  the  consumer.  In  consequence  of  such 
measures,  it  is  possible  for  cities  to  be  supplied  with  milk  containing  no 
more,  and  often  less,  than  fifty  thousand  bacteria  to  the  cubic  centimeter. 
A  standard  of  cleanliness  has  been  established  in  various  towns  by  the 


»  Park,  W.  H.,  ''Pathogenic  Bacteria/'  New  York,  1905,  p.  463. 

»  Park,  Jour,  of  Hygiene,  1,  1901. 

'  Jordan  and  Heinemann,  Rep.  of  the  Ci\ic  Federation  of  Chicago,  1904. 

*  Sedgwick  and  Baichelder,  Bost.  Med.  and  Surg.  Jour.,  126,  1892. 

»  Escherich,  Fort.  d.  Medizin,  16  and  17,  1885. 
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introduction  of  the  so-called  ''  certified  milk/'  which,  by  the  New  York 
Milk  Commission,  is  required  to  contain  no  more  than  thirty  thousand 
bacteria  per  cubic  centimeter.  Great  stress  is  laid  upon  such  numerical 
counts  simply  in  that  they  are  approximate  estimates  of  cleanliness. 
Most  of  the  bacteria,  however,  contained  in  milk  are  non-pathogenic, 
and  numbers  much  larger  than  the  maximum  required  for  certified  milk 
may  be  present  without  actual  disease  or  harm  following  its  consump- 
tion. 

The  various  species  of  bacteria  which  may  be  found  in  milk  include 
almost  all  known  varieties.  Whether  there  are  special,  so-called  milk 
bacteria  or  not  is  a  question  about  which  investigators  have  expressed 
widely  differing  opiniions.  It  is  probable  that  many  of  the  species, 
formerly  regarded  as  specifically  belonging  to  milk,  are  there  simply  by 
virtue  of  their  habitual  presence  in  fodder,  straw,  or  bedding,  or  upon 
cattle.  It  is  likely,  furthermore,  that  some  of  these  species  are  found 
with  great  regularity  because  of  their  power  to  outgrow  other  species 
under  the  cultural  conditions  offered  them  in  milk. 

Under  normal  conditions,  milk  always  undergoes  a  process  which  is 
popularly  known  as  souring  and  curdling.  This  is  due  to  the  forma- 
tion of  lactic  acid  from  the  milk  sugar  and  is  the  result  of  the  enzymatic 
activities  of  several  varieties  of  bacteria  commonly  found  in  milk.  Most 
common  among  these  bacteria  is  the  so-called  Bacillus  lactis  aerogenes, 
an  encapsulated  bacillus  closely  related  to  the  colon-bacillus  group.  (See 
page  451.)  The  transformation  of  the  lactose  into  lactic  acid  may  occur 
either  directly  by  hydrolytic  cleavage: 

C,,  H„  0„  +  H3O  =  4  C3  H.  O3; 

or  indirectly  through  a  monosaccharid, 

C„H„0„  +  H,0  =  2C,H„0,  =  4C,H,0,. 

Other  microorganisms  which  may  cause  lactic-acid  fermentation  in 
milk  are  the  so-called  Streptococcus  lacticus,  the  common  pyogenic 
streptococcus,  the  Staphylococcus  aureus,  Bacillus  coli  communis  and 
eommunior,  and  many  other  species.  Most  commonly  concerned  in  lactic- 
acid  production,  however,  according  to  Heinemann,^  are  the  two  first- 
mentioned.  Bacillus  lactis  aerogenes  and  Streptococcus  lacticus.  The 
secret  of  the  regularity  with  which  some  of  these  bacteria  are  present  in 
Bour  milk  is  probably  found  in  the  ability  of  these  varieties  to  withstand 
a  much  higher  degree  of  acidity  of  the  culture  medium  than  other  species. 


»  Heinemannf  Jour,  of  Inf.  Dis.,  3,  1906. 
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In  consequence,  they  are  able  to  persist  and  develop  when  cultural  con- 
ditions are  absolutely  unsuited  to  other  bacteria. 

Consequent  upon  acidification  of  the  milk  by  lactic-acid  formation, 
there  is  coagulation  of  casein.  Casein  precipitation,  however,  may 
also  be  due  to  a  non-acid  coagulation  caused  by  a  bacterial  femit^nt. 
Casein  precipitated  in  this  way  may  be  redissolved  by  a  bacU'rial 
trypsin  or  casease,  produced  by  the  same  or  other  bacteria,  the  niDk 
again  becoming  entirely  liquid,  transparent,  and  of  a  yellowish  color. 
The  casein  precipitated  by  lactic-acid  formation,  however,  is  ncv(?r 
thus  redissolved,  because  the  high  acidity  does  not  permit  the  pro- 
teolytic ferments  to  act.^ 

Butyric-acid  fermentation  in  milk,  a  common  phenomenon,  is  also  an 
evidence  of  bacterial  growth.  As  a  rule,  it  is  produced  by  the  anaerobic 
bacteria,  and  is  a  process  developing  much  more  slowly  than  other  fer- 
mentations. A  large  number  of  bacteria  have  been  described  which 
are  capable  of  producing  such  changes,  the  chemical  process  by  which 
they  are  produced  being,  as  yet,  not  entirely  understood.  It  is  probable 
that  the  process  takes  place  after  hydrolysis  of  the  disaccharid  some- 
what according  to  the  following  formula: 

C.  H,,  Oe  =  C,  Hg  O2  +  2  CO2  +  2  H,. 

Special  bacteria  have  been  described  in  connection  with  this  form  of 
milk  fermentation,'  most  of  them  non-pathogenic.  It  is  unquestionable, 
however,  that  many  of  the  well-known  pathogenic  bacteria,  such  as 
Bacillus  aerogenes  capsulatus,  Bacillus  oedematis  mahgni,  i>ossess  the 
power  of  similar  butyric-acid  formation.  While  less  commonly  observeti 
in  milk,  because  milk  is  rarely  kept  long  enough  to  permit  of  the  actinn 
or  development  of  these  enzymes,  the  butyric-acid  fermentation  is  of 
importance  in  connection  with  butter,  where  it  is  one  of  the  causes  pn>- 
ducing  rancidity. 

Alcoholic  fermentation  may  take  place  in  milk  as  a  result  of  the  ac- 
tivities of  certain  yeasts.  Upon  the  occurrence  of  such  fermentations 
depends  the  production  of  kefyr,  koumys,  and  other  beverages  which 
have  been  in  common  use  for  many  years,  especially  in  the  region  of  the 
Caucasus.  The  characteristic  quality  of  these  beverages  is  contrib- 
uted by  the  feeble  alcoholic  fermentation  produced  by  members  of  the 
saccharomyces  group,  hut  side  by  side  with  this  process  lactic-acid  fonna- 


»  Conn,  Exper.  Stat.  Rep..  1892. 

2  Schattenfroh  und  Grasberyer,  Arch.  f.  Hyg.,  37,  1900. 
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tion  also  takes  place.  Beijerinck/  who  has  carefully  studied  the  so- 
called  kefyr  seeds,  used  for  the  production  of  kefyr  in  the  East,  has 
isolated  from  them  a  form  of  yeast  similar  in  many  respects  to  the 
ordinary  beer  yeast,  and  a  large  bacillus  to  which  he  attributes  the 
lactic-acid  formation. 

Occasional  but  uncommon  changes  which  occur  in  milk  lead  to  the 
Cormation  of  the  so-called  "  slimy  milk,^'  yellow  and  green  milk,  and 
bitter  milk.  These  may  be  due  to  a  number  of  bacteria.  A  microorgan- 
ism which  is  commonly  found  in  connection  with  the  slimy  changes  in 
milk  is  the  so-called  Bacillus  lactis  viscosus.  According  to  the  researches 
of  Ward,'  this  microorganism  is  frequently  derived  from  water  and  it  is 
the  watt»r  supply  which  should  attract  attention  whenever  such  trouble 
occurs  in  dairies. 

The  so-called  blue,  green,  and  yellow  changes  are  usually  due  to 
chromogcnic  bacteria,  such  as  Bacillus  cyanogenes,  Bacillus  prodigiosus, 
and  others. 

"  Bitter  milk,"  a  condition  which  has  occasionally  been  observed  epi- 
demically, is  also  the  consequence  of  the  growth  of  microorganisms. 
Conn,*  in  1S91,  isolated  from  a  specimen  of  bitter  cream  a  diplococcus 
which  occasionally  forms  chains  and  which  in  sterilized  milk  develops 
rapidly,  producing  an  extremely  bitter  taste.  The  organism  of  Conn 
differs  from  a  similar  diplococcus  described  by  Wagmann  *  in  that  it 
possesses  the  ability  of  producing  butyric  acid. 

milk  in  Relation  to  Infectious  Disease. — As  a  source  of  direct  in- 
fection, milk  is  second  only  to  water,  and  deserves  close  hygienic  at- 
tention. A  large  number  of  infectious  diseases  have  been  traced  to  milk, 
although  the  actual  proof  of  the  etiological  part  played  by  it  in  such  cases 
has  often  been  difficult  to  adduce  and  has  necessarily  been  indirect. 
Nevertheless,  even  when  indirect  proof  only  has  been  brought,  it  has  been 
sufficiently  convincing  to  necessitate  the  most  careful  investigation  into 
milk  supplies  whenever  epidemics  of  certain  infectious  maladies  occur. 

Typhoid-fever  epidemics  have  been  frequently  traced  to  milk  in- 
fection, and,  in  this  disease,  milk  is,  next  to  water,  the  most  frequent 
etiological  factor.  Schiider,^  in  an  analysis  of  six  hundred  and  fifty 
typhoid  epidemics,  found  four  hundred  and  sixty-two  attributed  to 


»  Beijerinck,  Cent.  f.  Bakt..  vi.  1S89. 

»  Ward,  Bull.  Kio.  Cornell  Univ.  Agri.  Exp.  Stat.,  1899. 

»  Conn,  Cent.  f.  Bakt.,  ix.  1S91. 

*  Wagmann,  Milchztg..  1890. 

» Schuder,  Zeit.  f.  Hyg.,  xxxviii.  1901. 
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water,  one  hundred  and  ten  to  milk,  and  seventy-eight  to  all  other 
causes. 

Trask  ^  compiled  statistics  of  one  hundred  and  seventy-nine  typhoid 
epidemics  supposed  to  have  been  caused  by  milk,  in  various  parts  of  the 
world.  In  all  such  epidemics  the  origin  of  infection  was  generally  trace- 
able to  diseased  or  convalescent  persons  employed  in  dairies,  to  con- 
taminated well  water  used  in  washing  milk  utensils,  or  to  the  use  of  cans 
and  bottles  returned  from  dwellings  where  typhoid  fever  had  existed. 
Actual  bacteriological  proof  of  the  infectiousness  of  milk  by  the  isolation 
of  Bacillus  typhosus  is  rare,  but  has  been  accomplished  in  isolated  in- 
stances. In  the  case  of  one  epidemic,  Conradi '  isolated  the  bacillus  from 
the  milk  on  sale  at  a  bakery  at  which  a  large  number  of  the  infected 
individuals  had  purchased  their  milk.  The  examination  of  market  milk 
at  Chicago,  through  a  period  of  eight  years,  revealed  the  presence  of 
typhoid  bacilli  but  three  times. 

In  spite  of  the  few  cases  in  which  actual  bacteriological  proof  has  been 
brought,  it  is  not  unlikely  that  careful  and  systematic  researches  would 
reveal  a  far  greater  number,  since  many  writers  have  shown  that  tj'phoid 
bacilli  may  remain  alive  in  raw  milk  for  as  long  as  thirty  days,'  and 
may  actively  proliferate  in  the  milk  during  this  time.  One  peculiarity 
of  epidemics  which  may  aid  in  arousing  the  suspicion  that  they  have 
originated  in  milk  is  that,  in  such  cases,  women  and  children  are  far 
more  frequently  attacked  than  men.* 

A  feature  which  adds  considerably  to  the  dangers  of  milk  infection 
is  the  unfortunate  absence  of  any  gross  changes,  such  as  coagulation, 
by  the  growth  of  typhoid  bacilli. 

Scarlet  fever,*  though  as  yet  of  unknown  etiolog}^  has  in  many  cases 
been  traced  indirectly  to  milk  infection.  Trask  has  collected  fifty-on? 
epidemics  of  scarlet  fever  presumably  due  to  milk.  In  one  epidemic 
occurring  in  Norwalk,  Conn.,'  twenty-nine  cases  were  distributed  amonp 
twenty-five  families  living  in  twenty-four  different  houses.  The  indi- 
vi(iiiaLs  affected  did  not  attend  the  same  school,  and  were  of  entireh' 
difforont  social  standing,  the  only  factor  common  to  all  of  them  being 
the  milk  supply. 


»  Trask,  Bull.  No.  41.  U.  S.  Pub.  Health  and  Mar.  Hosp.  Serv.,  Wash. 

3  Conradi,  Cent.  f.  Bakt.,  I,  xl,  1905. 

3  Ifeim,  Arl).  a.  d.  kais.  Gesundheitsamt,  v. 

*  WUckens,  Zeit.  f.  Hyg.,  xxvii,  1898. 

*  Trask,  loc.  cit. 

*  Herbert  E.  Smith,  Rep.  Conn.  State  Bd.  of  Health,  1897. 
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Diphtheria  has  been  frequently  traced  to  the  use  of  infected  milk. 
In  most  of  the  epidemics  reported  as  originating  in  this  way,  the  proof 
has  been  necessarily  indirect.  In  two  out  of  twenty-three  epidemics 
reported  by  Trask,  however,  Bacillus  diphtherise  was  isolated  from 
the  milk  directly.  The  ability  of  the  Klebs-Loeffler  bacillus  to  proliferate 
and  remain  alive  for  a  long  while  in  raw  milk  has  been  demonstrated 
by  Eyre  *  and  others. 

Whether  or  not  cholera  asiatica  may  be  transmitted  by  means  of 
milk  has  been  a  disputed  question.  Hesse  '  claims  that  cholera  spirilla  die 
out  in  raw  milk  within  twelve  hours.  This  statement,  however,  has  not 
been  borne  out  by  other  observers.'  Unquestionable  cases  of  direct 
transmission  of  cholera  by  means  of  milk  have  been  reported  by  a  num- 
ber of  writers,  notably  by  Simpson.* 

The  relation  of  milk  to  the  diarrheal  diseases  of  infants  has,  of  late 
years,  received  a  great  deal  of  attention.  In  large  cities,  during  the 
summer  months,  numerous  cases  of  infantile  diarrhea  among  bottle- 
fed  babies  occur,  which,  in  many  instances,  are  attributed  to  feeding  with 
contaminated  milk.  Park  and  Holt,*  who  have  made  extensive  re- 
searches upon  this  question  in  New  York  City,  have  come  to  the  con- 
clusion that  the  harmful  effects  of  contaminated  milk  upon  babies 
can  not  be  ascribed  to  any  given  single  microorganism  in  the  milk. 
Specifically  toxic  properties  were  found  by  these  writers  for  none  of  the 
one  hundred  and  thirty-nine  different  species  of  bacteria  isolated  from 
imsterilized  milk.  It  is  unlikely,  therefore,  that  the  diarrheal  diseases 
among  babies  have  a  uniform  bacteriological  cause.  Whether  or  not 
these  diarrheal  conditions  depend  entirely  upon  the  bacterial  contents 
of  milk  or,  in  a  large  number  of  cases  at  least,  upon  the  inability  of  the 
child  to  digest  cows'  milk  because  of  chemical  conditions,  must  be  left 
undecided.  Park  and  Holt,  in  analyzing  their  extensive  data,  conclude 
that  milk  containing  "  over  one  million  bacteria  to  the  cubic  centimeter 
is  certainly  harmful  to  the  average  infant." 

The  significance  of  the  presence  of  streptococci  in  milk,  as  an  element 
of  danger,  has  recently  received  much  attention  in  the  literature.  Heine- 
mann,'  who  has  made  a  careful  comparison  of   Streptococcus  lacticus 

»  Eyre,  Brit.  Med.  Jour.,  1899. 
^  Hesse,  Zeit.  f.  Hyg.,  xvii,  1894. 

*  BasenaUf  Arch.  f.  Hyg.,  xxiii,  1895. 

*  Simpson f  Indian  Med.  Gaz.,  1887. 

»  Park  and  Holt,  Arch,  of  Ped.,  Dec,  1903. 

*  Heinemann,  Jour.  Inf.  Dis.,  3,  1906. 
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(formerly  spoken  of  as  Bacillus  acieli  lactici  [Kmse]),  with  other  stR*p- 
tococci,  has  shown  that,  essentially,  this  streptococcus  does  not  differ 
from  streptococci  from  other  sources,  and  is  practically  indistinguish- 
able by  cultural  methods  from  Streptococcus  pyogenes.  Similar  com- 
parisons made  by  Schottmiiller,*  Miiller,^  and  others  have  led  to  like  re- 
sults. Since  streptococci  may  be  found  in  milk  from  perfectly  normal 
cows  and  are  almost  regularly  associated  with  lactic-acid  fermenta- 
tion, it  is  unlikely  that  these  microorganisms  hold  any  specific  relation- 
ship to  disease. 

The  presence  of  pus  cells  and  leucocytes  in  milk,  together  with 
streptococci,  was  also  formerly  regarded  as  of  great  importance. 
Enumerations  of  leucocytes  in  milk  were  first  made  by  Stokes  and 
Weggefarth.^  Their  method  of  enumeration  consisted  in  centrifugaliz- 
ing  a  definite  volume  of  milk,  spreading  the  entire  sediment  over  a 
definite  area  on  a  slide,  and  counting  the  leucocytes  found  in  a  number  of 
fields.  Calculations  from  this  may  then  be  made  as  to  the  number  of 
leucocytes  per  cubic  centimeter.  This  method,  and  modifications  of  it. 
have  been  used  by  a  large  number  of  observers,  but  the  value  of  the  con- 
clusions drawn  from  them  has  been  much  exaggerated.  Normal  niilk 
may  contain  leucocytes  in  moderate  numbers,  and  importance  may  bo 
attached  to  such  leucocyte  counts  only  when  their  number  largely  ex- 
ceeds that  present  in  other  specimens  of  perfectly  normal  milk.  AMien- 
ever  such  high  leucocyte  counts  are  found,  of  course,  a  careful  veteri- 
nary inspection  and  examination  for  pyogenic  disease  should  be  made 
upon  the  cows. 

Foot-and-mouth  disease,  an  infectious  condition  prevailing  among 
cattle,  characterized  by  a  vesicular  rash  on  the  mouth  and  about  the 
hoofs,  has,  in  a  number  of  cases,  been  definitely  shown  to  be  transmitted 
to  man  through  the  agency  of  milk.  Notter  and  Firth  *  reported  an 
epidemic  occurring  among  persons  supplied  with  milk  from  a  single  dairy 
in  which  foot-and-mouth  disease  prevailed  among  the  cows.  In  this 
epidemic,  two  hundred  and  five  individuals  were  affected  with  vesic- 
lar  eruptions  of  the  throat,  with  tonsillitis  and  swellings  of  the  cervical 
lymph  nodes.    Similar  cases  have  been  reported  by  Pott.* 

Although  anthrax  has  never  been  definitely  shown  to  have  been 


»  SchottrniiUer,  Miinch.  med.  Woch.,  190.3. 

^MilUer,  Arch.  f.  Hyg.,  Ivi,  1906. 

»  Stokes  and  Weggefarth,  Med.  News,  91,  1897. 

*  Notter  and  Firth,  quoted  from  Harrington,  "Theory  and  Practice  of  Hygiene." 

*  Pott,  Miinch.  med.  Woch.,  1899. 
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convoyed  by  milk,  BoHchctti  *  has  succeeded  in  isolating  living  anthrax 
bacilli  from  a  sample  of  milk  examined  two  weeks  after  its  withdrawal 
from  the  cow. 

Milk  and  Tuberculosis. — The  (question  of  the  conveyance  of  tuber- 
culosis by  means  of  milk  is  a  subject  which,  because  of   its   great 
importance,  has  been  extensively  investigated  by  bacteriologists.     A 
large  number  of  observers  have  succeeded  in  proving  the  presence  of 
tubercle  bacilli  in  the  milk  of  tuberculous  cows  by  intraperitoneal  in- 
oculation of  rabbits  and  guinea-pigs  with  samples  of  milk.    Such  posi- 
tive results  have  been  obtained  by  Bang,^  Hirschberger,'  Ernst,*  and 
many  others.    A  number  of  these  observers,  notably  Ernst,  have  shown 
that  tubercle  bacilli  may  be  present  in  the  milk  without  tuberculous  dis- 
ease of  the  udders.    In  an  examination  of  the  milk  supply  of  Washington, 
D.  C,  by  J.  G.  Anderson,*  six  and  seventy-two  hundreths  per  cent  of 
the  samples  of  milk  examined  contained  tubercle  bacilli. 

The  path  of  entrance  of  the  bacilli  from  the  cow  into  the  milk  has 
long  been  a  subject  of  controversy.  That  the  bacilli  may  easily  enter 
the  milk,  when  tuberculous  disease  of  the  udder  is  present,  stands  to 
reason  and  is  universally  conceded.  It  is  now  believed  also,  on  the 
basis  of  much  experimentation,  that  in  systemically  infected  cows 
tubercle  bacilli  may  pass  through  the  mammary  glands  into  the  milk, 
without  evidence  of  local  disease  in  the  secreting  gland.  An  experi- 
ment performed  by  the  Royal  British  Tuberculosis  Commission  •  illus- 
trates this  point.  A  cow,  injected  subcutaneously  with  tubercle  bacilli 
behind  the  shoulder,  began  to  discharge  tubercle  bacilli  in  the  milk 
within  seven  days  after  inoculation  and  continued  to  do  so  until  death 
from  generalized  tuberculosis. 

Milk  may  become  indirectly  contaminated,  furthermore,  with 
tubercle  bacilli  emanating  from  the  feces  of  cows.  Schroeder  and 
Cotton '  have  shown  that  tubercle  bacilli  may  be  present  in  the  feces 
of  cattle  at  a  stage  so  early  in  the  dis(»ase  that  diagnosis  can  be  made 
only  by  a  tuberculin  test. 

Whether  or  not  contaminated  milk  is  common  as  an  etiological 


>  Boschetti,  Oiom.  rnoil.  vot.,  1891. 

'  Bang,  Deut.  Zoit.  f.  Tiercheni..  xi,  1884. 

^  Hirschberyer,  Dent.  Arch.  f.  klin.  Me<l..  xliv.  1880. 

«  Krnst,  H.  C,  Amor.  Jour.  Mtnl.  Sci..  xcviii,  I89(). 

*  Aruieraon,  Bull.  No.  41.  V.  8.  Pub.  Health  and  Mar.  Hoap.  Ser\'.,  Wa.sh..  1908. 

•  Quoted  from  Mohlcr,  P.  If.,  and  Mar.  Hosp.  Serv.  Bidl.  41,  19()8. 

'  Schroeder  and  Cotton,  liull.  Hureau  Animal  Industry,  \\  ash.,  1907. 
44 
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factor  in  human  tuberculosis,  must  be  considered  at  present  as  an  un- 
settled question.  Behring,  at  the  Congress  of  Veterinary  Medicine, 
at  Cassel,  in  1903,  advanced  the  view  that  pulmonary  tuberculosis  in 
adults  may  be  a  late  manifestation  of  a  milk  infection  contracted  dur- 
ing infancy.  He  stated  as  his  own  opinion,  moreover,  that  most  cases 
of  tuberculosis  in  man  are  traceable  to  this  origin.  The  problem  is  as 
difficult  of  solution  as  it  is  important.  In  bottle-fed  infants,  infection 
by  means  of  milk  unquestionably  occurs  with  considerable  frequency. 
Smith,*  Kossel,  Weber,  and  Huess,'  and  others,  have  isolated  tubercle 
bacilli  of  the  bovine  type  from  the  mesenteric  lymph  nodes  of  many 
infected  children.  Animal  experimentation  has,  furthermore,  revealed 
that  lesions  in  the  mesenteric  nodes,  as  well  as  later  in  the  bronchial 
lymph  nodes,  may  occur  as  a  consequence  of  feeding  tubercle  bacilli, 
without  any  demonstrable  lesions  in  the  intestinal  mucosa.  It  is  thus 
certain  that  infection  by  the  ingestion  of  tuberculous  milk  may  occur, 
especially  among  young  children  who,  as  is  well-known,  are  com- 
paratively susceptible  to  bacilli  of  the  bovine  type.  Whether  or  not  such 
infection  will  account  for  many  cases  of  tuberculosis  in  adults  is  a  ques- 
tion which,  for  final  solution,  will  require  much  more  investigation.  The 
sole  reliable  method  of  approaching  it  lies  in  determining  the  t\T)e, 
human  or  bovine,  of  the  bacilli  present  in  a  large  number  of  cases.  Ex- 
perience thus  far  seems  to  indicate  that  the  bovine  type  is  comparatively 
rare  in  the  pulmonary  disease  of  adults. 

The  value  of  the  tuberculin  Reaction  for  diagnosis,  and  the  elimination 
of  all  cattle  showing  a  positive  reaction,  for  the  prevention  of  tubercu- 
losis, can  not  be  overestimated.  The  failure  of  the  test  in  diseased 
animals  is  rare,  and  an  accurate  diagnosis  can  be  established  in  over 
90  per  cent  of  diseased  animals.'  The  assertion  that  the  cattle  are 
permanently  injured  by  tuberculin  injections  is  without  scientific  basis. 
If  this  test  were  conscientiously  carried  out,  and  infected  cattle  elim- 
inated, the  dangers  from  bovine  bacillus  infection  would  be  practically 
eliminated,  for  there  are  but  few  instances  in  which  science  has  been  able 
to  furnish  such  definite  information  for  absolute  protection.  It  is  need- 
less to  say,  however,  that  the  carrying  out  of  such  precautions  is 
subject  to  great  expense  and  great  difficulties  of  organization. 

Dairy  inspection  is  practiced  in  the  vicinity  of  many  of  our  larger 


»  Smith,  Trans.  Assn.  Amer.  Physic,  18,  1C03. 

2  Kossel,  Weber,  and  Hueaa,  Tuberkul.  Arb.   a.  d.  kais.  Gesundheitsamt.  19W. 
1905.  Hft.  1  and  3. 
» Mohler,  loc.  cit. 
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citien,  and  the  movement  ia  daily  gaining  ground,  lentil  fully  estab- 
lished, however,  upon  a  financial  basis  which  brings  the  best  prodiiets 
within  the  moans  of  the  poorer  claaees,  other  inexpensive  moasurea  to 
render  milk  safe  must  often  be  resorted  to. 

Sterilization  by  high  temperatures  is  objected  to  by  pcdiatriciatw 
because  of  the  physical  and  chemical  changes  produced  in  the  milk 
which  are  said  to  detract  from  its  nutritive  value. 

The  development  of  scurvy  and  rickets  in  infants  has  often  been 
attributed  to  the  use  of  such  milk.  These  objections,  however,  do  not 
apply  to  the  use  of  milk  which  has  been  subjected  to  the  process  of 
"pasteurization."  By  this  term  is  meant  the  heating  of  any  substance 
to  60°  t'.  for  twenty  to  thirty  minutes.  The  process,  first  devised  by 
Pasteur  for  the  purpose  of  destroying  germs  in  wine  anil  beer  in  which 
excessive  heating  was  supposed  to  injure  flavor,  brings  about  the  death 
of  all  microorganisms  which  do  not  form  spores — in  other  words,  of  all 
the  bacteria  likely  to  be  founii  in  milk  which  can  give  rise  to  infection 
per  OS.  At  the  same  time  the  chemical  and  physical  constitution  of  the 
milk  is  not  appreciably  changed,  at  least  not  to  an  extent  which  renders 
it  less  valuable  as  a  food.  Statistics  by  Park  and  Holt '  have  shown 
strikingly  the  advantages  of  pasteurized  over  raw  milk  in  infant  feed- 
ing. Of  fifty-one  children  fed  with  raw  milk  during  the  summer  months, 
thirty-throe  had  diarrhea,  two  died,  and  only  seventeen  remained 
entirely  well.  Of  forty-one  receiving  pasteurized  milk,  but  ten  had 
diarrhea,  one  died,  and  thirty-one  remained  entirely  well  throughout 
the  summer.  The  actual  diminution  of  the  living  bncteritil  contents 
of  rnilk  by  paateurization  is  enormous,  the  milk  so  treated  often  con- 
taining not  more  than  one  thousand,  usually  less  than  fifteen  thou- 
sand, living  bacteria  to  each  cubic  centimeter. 

MeLhods  of  Estinmling  the  Number  of  Bacteria  in  Milk. — In  estimating 
the  number  of  bacteria  in  milk,  colony  counting  in  agar  or  gelatin  plates 
is  resorted  to.  Great  care  must  be  exercised  in  obtaining  the  specimens. 
If  taken  from  a  can,  the  contents  of  the  can  should  be  thoroughly  raLxed, 
since  the  cream  usually  contains  many  more  bacteria  {ban  the  rest  of 
the  milk.  The  specimen  is  then  taken  into  a  sterile  test  tube  or  flask. 
If  the  milk  is  auppheJ  in  an  ordinary  milk  bottle,  this  should  be 
thoroughly  shaken  before  being  opened,  and  the  specimen  for  exam- 
ination taken  out  with  a  sterile  pipette.  Dilutions  of  the  specimen  can 
then  be  made  in  sterile  broth  or  salt  solution.     If  an  initial  dilution 
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of  1 :  100  is  made,  quantities  ranging  from  1  e.c.  to  0.1  e.c.  of  this  will 
furnish  0.01  e.c.  to  0.001  e.c.  of  the  milk,  respectively.  Inoculation  of 
properly  cooled  tubes  of  melted  neutral  agar  and  gelatin,  with  varying 
quantities  of  these  dilutions,  are  then  made  and  plates  poureil.  After 
twenty-four  to  forty-eight  hours  at  room  temperature  or  in  the  in- 
cubator, colony  counting  is  done  as  described  upon  page  161,  and  the 
proper  calculation  is  made.  In  samples  in  which  few  bacteria  are 
expected,  direct  transference  of  1/20  or  1/40  of  a  e.c.  of  the  whole 
milk  into  the  agar  may  be  made.  This  saves  time  but  is  less  accurate 
than  the  method  given  above. 

Bacteria  and  Butter. — Butter  is  made  from  cream  separated  from 
milk  either  by  standing  or  by  centrifugalization.  After  this,  the  cream 
is  agitated  by  churning,  which  brings  the  small  fat-globules  into  mutual 
contact,  allows  them  to  adhere  to  each  other  and  form  clumps  of  butter. 
It  has  been  a  matter  of  common  experience,  however,  that  unless  the 
cream  is  allowed  to  "  ripen  "  for  a  considerable  period  before  churning, 
the  resulting  butter  lacks  the  particular  quality  of  flavor  which  gives  it 
its  market  value.  The  interval  of  ripening,  at  first  a  necessity  upon 
small  farms  where  cream  must  be  collected  and  allowed  to  accumulate, 
has  now  been  recognized  as  an  essential  for  the  production  of  the  best 
grades  of  butter,  and  it  has  been  shown  that  the  changes  taking  place 
in  the  cream  during  this  period  are  referable  to  the  action  of  bacteria. 
Cream,  which  before  the  ripening  process  contains  but  50,000  bacteria 
to  each  cubic  centimeter,  at  the  end  of  a  period  of  "ripening  "  will  often 
contain  many  millions  of  microorganisms.  At  the  same  time,  the  cream 
becomes  thick  and  often  sour. 

The  species  of  bacteria  which  take  part  in  this  process  and  which, 
therefore,  must  determine  to  a  large  extent  the  quality  of  the  end  prod- 
u(^t,  are  various  and,  as  yet,  incompletely  known.  Usually  some  variety 
of  lactic-acid  bacilli  is  present  and  these,  as  in  milk,  outgrow  other  species 
and,  according  to  Conn,^  are  probably  essential  for  "ripening." 

It  would  be  of  great  practical  value,  therefore,  if  definite  pure 
cultures  of  the  bacteria  which  favor  the  production  of  agreeable  flavobJ 
could  be  distributed  among  dairies.  In  Denmark  this  has  been  attempt- 
ed by  first  pasteurizing  the  cream  and  then  adding  a  culture  of  bacteria 
isolated  from  "favorable'*  cream.  These  cultures,  delivered  to  the 
dairyman,  are  planted  in  sterilized  milk,  in  order  to  increase  their  quan- 
tity, and  this  culture  is  then  poured  into  the  pasteurized  cream.    In 

1  Conn,  "Agricultural  Bacteriology,"  Phila.,  1901. 
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most  cases,  these  so-called  "  starters  ^'  are  not  pure  cultures,  but  mixtures 
of  three  or  more  species  derived  from  the  original  cream. 

Adverse  accidents  in  the  course  of  butter-making,  such  as  "  souring  " 
or  "bittering"  of  butter,  arc  due  to  the  pn^sence  of  contaminating, 
probably  proteolytic,  microorganisms  in  the  cream  during  the  process  of 
**  ripening." 

As  a  means  of  transmitting  infectious  disease,  butter  is  of  importance 
only  in  n^lation  to  tuberculosis.  Obermiiller,^  Rabinowitch,'  Boyce,' 
and  others,  have  repeatedly  found  tubercle  bacilli  in  market  butter,  and 
Mohler,*  Washburn,  and  Rogers  have  recently  shown  that  these  bacilli 
could  remain  alive  and  virulent  for  as  long  as  five  months  in  butter  kept 
at  refrigerator  temperature.  The  acid-fast  butter  bacillus,  described  by 
Rabinowitch  as  similar  to  the  true  Bacillus  tuberculosis,  shows  decided 
cultural  and  morphological  differences  from  the  latter. 

Bacteria  and  Cheese. — The  conversion  of  milk  products  into  cheese 
consists  in  a  process  of  proteid  decomposition  which,  by  its  end  products, 
leucin,  tyrosin,  and  ammonia  compounds,  largely  determines  the  cheese- 
flavors.  The  production  of  cheese,  therefore,  is  due  to  the  action  of 
proteolytic  bacterial  enzymes^  and  the  variety  of  a  cheese  is  largely 
determined  by  the  microorganisms  which  are  present  and  by  the  cultural 
conditions  prevailing.  The  sterilization  of  cream,  or  the  addition  of 
antiseptics,  absolutely  prevents  cheese  production. 

The  organisms  which  are  concerned  in  such  processes  have  been 
extensively  studied  and  attempts  have  been  made,  with  moderate 
success,  to  produce  a  definite  flavor  with  pure  cultures. 

In  the  production  of  cheese  the  two  varieties,  hard  and  soft  cheeses, 
depend  not  so  much  upon  the  bacterial  varieties  as  upon  the  differ- 
ences in  the  treatment  of  the  curds  before  bacterial  action  has  begun. 
In  the  former  case,  a  complete  freeing  of  the  curds  from  the  whey 
furnishes  a  culture  medium  which  is  comparatively  dr}'  and  of  almost 
exclusively  proteid  composition;  in  the  latt(T,  retention  of  whey  gives 
rise  to  cultural  conditions  in  which  more  rapid  and  complete  bacterial 
action  may  take  place.  The  holes,  which  are  so  often  observed  in  some 
of  the  hard  cheeses,  are  due  to  gas  production  during  the  process  of 
"ripening.'' 


^  Oberrnuller.  Hyg.  Rundschau.  14,  1S97. 
^Rabinowitch,  Zeit.  f.  Hyg.,  xxvi,  1897. 
5  Boyce  iind  Wooilhcad,  Brit.  MchI.  Jour.,  2.  1897. 
*MohIer,  V.  S.  P.  H.  and  Mar.  Hosp.  8orv.  Bull.  41,  19as. 
*  Freudenreich,  Koch's  Jahresbcricht,  etc.,  V^o,  1891. 
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As  to  the  varieties  of  microorganisms  present  in  various  cheeses,  much 
careful  work  has  been  done.  Duclaux^  attributed  the  *' ripening"  of 
some  of  the  soft  cheeses  to  a  microorganism  closely  related  to  Bacillus 
subtilis.  V.  Freudenreich '  in  part  substantiated  this,  but  laid  particular 
stress  upon  the  action  of  Oidium  lactis,  a  mold,  and  upon  several 
varieties  of  yeast.  Conn,'  more  recently,  in  a  bacteriological  study  of 
Camembert  cheese,  has  demonstrated  that  the  production  of  this  cheese 
depends  upon  the  united  action  of  two  microorganisms,  one  an  oidium, 
like  the  Oidium  lactis  of  Freudenreich,  which  is  found  chiefly  in  the 
interior  softened  areas,  the  other  a  mold  belonging  to  the  penicillium 
variety,  found  in  a  matted  felt-work  over  the  surface  and  penetrating 
but  a  short  distance.  In  spite  of  the  scientific  basis  upon  which  the 
work  of  these  men  and  of  others  has  seemed  to  place  cheese  production, 
attempts  at  uniformity  in  cheese  production  have  met  with  almost 
insuperable  obstacles  because  of  the  presence  of  a  variety  of  adventi- 
tious microorganisms  which,  depending  in  species  and  proportion  upon 
the  local  conditions  under  which  the  various  cheeses  have  been  produced, 
have  added  minor  characteristics  of  flavor  which  have  determined 
market  value.  Occasional  failure  of  good  results  in  cheese  production  * 
is  due  to  contamination  with  other  chromogenic  or  putrefactive  bacteria. 

In  its  relationship  to  the  spread  of  infectious  disease,  cheese  is 
relatively  unimportant  except  in  regard  to  tuberculosis.  Typhoid  and 
other  non-spore  forming  pathogenic  germs  can  not  survive  the  condi- 
tions existing  during  cheese-ripening  for  any  length  of  time.  Tubercle 
bacilli,  both  of  the  human  and  bovine  types,  have  been  found  in  cheese 
by  Harrison  *  and  others,  and  Galtier  has  shown  experimentally  that 
tubercle  bacilli  may  remain  alive  and  virulent  in  both  salted  and  un- 
salted  cheese  for  as  long  as  ten  days. 

THE    LAOTIO-AOID    BACILLI    AND    BAETOHNIKOFF'S    BAOTEBK)- 

THEBAPT 

A  problem  which  has  occupied  clinical  irrvestigation  for  many  years 
is  that  of  gastrointestinal  autointoxication.  There  are  a  number  of 
conditions  occurring  in  man,  in  which  symptoms  profoundly  affecting 

'  Duclaux,  "  Le  Lait,"  Paris.  1887. 

2  V.  Fremlenreich .  Cent.  f.  Bakt.,  II,  i,  1895. 

3  Conn,  Bull.  Statis.  Agri.  Exp.  Stat.  35,  1905. 
*  Beijemnck,  Koch's  Jahresber,  etc.,  82,  189. 

»  Harrison  and  Galtier,  quoted  from  Afohler,  U.  S.  Pub.  H.  and  Mar.  Hosp.  Serv., 
Hygiene  Lab.  Bull.  41,  1908. 
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the  nervous  syatem,  the  circulation,  and,  in  a  variety  of  ways,  the  enlire 
body,  can  be  clinically  traced  to  the  intesliiies,  and  can,  in  many  cajses, 
be  relieved  by  thorough  purgation  and  cai-eful  diet.  In  some  of  these 
conditions,  specific  microorgonisnia  can  be  held  accountable  for  the 
diseases  {B.  enleritidis,  B.  botulinua,  Ptc).  In  other  cases,  however, 
etiological  investigations  have  met  with  but  partial  success  because  of 
the  large  variety  of  mieroorganisnis  present  in  the  intestinal  tract  and 
because  of  the  complicated  symbiotic  conditions  thereby  produced. 
Intestinal  putrefaction,  recognized  as  the  caitlinal  feature  of  such 
maladies,  has  been  attributed  to  Bacillus  proteus  vulgaris,'  to  Bacillus 
aerogenes  capsulatus,  to  Bacillus  putrificus,'  and  to  a  number  of  other 
bacteria,  but  definite  and  satisfactorj-  proof  as  to  the  etiological  im- 
portance of  any  of  these  germs  has  not  yH  been  advanced.  The  fact 
remains,  however,  that,  whatever  may  be  the  specific  cause,  the  disease 
itself,  a  grave  and  often  fatal  affliction,  may  be  clinically  traced,  in  a 
number  of  cases,  to  the  absorption  of  poisons  from  the  intestinal  canal, 
and  it  is  more  than  Hkely  that  these  poisons  are  the  products  of  bacterial 
activity.  Heason  dictates,  furthermore,  that  the  bacteria  primarily 
responsible  for  the  production  of  these  toxic  substances  do  not  belong  to 
the  varieties  which  attack  carbohydrates  only,  but  must  belong  to  that 
class  of  aerobic  arnl  anaerobic  germs  which  possess  the  power  of  breaking 
up  proteids — in  other  words,  the  bacteria  of  putrefaction. 

On  the  basis  of  the  mutual  antagonism  existing  in  culture  between 
many  acid-producing  bacteria  and  those  of  putrefaction — a  phenomenon 
recognized  by  some  of  thcearliest  workers  in  this  field,  many  investigators 
have  suggested  the  possibility  of  combating  intestinal  putrefaction  by 
adding  acid-forming  bacteria  together  with  carbohydrates  to  the  diet 
of  patients  suffering  from  this  condition.  The  first  to  suggest  this 
■  therapy  was  Escherich  '  who  proposed  the  use,  in  this  way,  of  Bacillus 
lactis  aerogcnes;  with  the  same  end  in  view,  Quincke,*  a  little  later, 
suggested  the  use  of  yeasts — Oidium  lactis.  The  reasoning  underlying 
these  attempts  was  meanwhile  upheld  by  experiments  carried  out  both 
in  vilro  and  upon  the  living  patient.  Thus  Brudzinski '  was  able  to 
demonstrate  that  Bacillus  lactis  aerogenes,  in  culture,  inhibited  the 
development  of  certain  races  of  the  proteua  species  and  succeeded  in 

■  Leaage.  Hev.  de  m6ii..  1887. 

»  TUtier.  Ann,  tie  Vinst.  PaBleur.  1905. 

■  Enciterich.  Therapeut.  HoDBtfhefU'..  Oct.,  1$S7. 

•  Quincke,  Verhandl.  dea  Congress  f.  Inn.  Med.,  Wiesbaden,  1S98. 

»  Brudzitaki,  Jahrbuch  f.  Kinderheilkunde,  52,  1900  (ErgfiniungBhett). 
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obtaining  markedly  favorable  results  by  feeding  pure  cultures  of  Bacil 
lactis  aerogenes  to  infants  suffering  from  fetid  diarrhea.  Similiir  i 
periments '  carried  out  with  the  Welch  bacillus  (aerogencs  capsular 
and  Bacillus  coli,  however,  had  no  such  corroboraton.'  results,  since  t 
anaerobe  possesses  a  considerable  resistance  against  an  aciil  reactii 
In  considering  the  difficulties  of  the  problems  involved  in  this  questii 


FiQ.  156. — Bacillus    dui/iariclis. 

it  occurred  to  Metchnikoff*  that  much  of  the  practical  failure  of  thera| 
based  upon  the  principles  stated  above,  might  be  referred  to  insufBcii 
poweif  of  acid  production  on  the  part  of  Bacillus  coli,  Bacillus  lai 
aerogencs,  and  other  germs  pi-cviously  used.  In  searching  for  more  pi 
erful  acid  producers,  his  attention  was  attracted  to  Bacillus  bulg: 

'  Tissiir  and  Martdly.  Ann.  de  I'inst.  Pasteur.  1906. 

'  A/rfcAnito/, "  Prolongation  of  Life,"  n.  P.  Putnam's  Sons,  N.  Y.;  also  in  "B 
t^riothSrapie,"  etc,  "  Bibliothf  que  de  thirapeulique,"  Gilbert  and  Camot,  ft 
1909. 
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cus,  isolated  from  milk  by  Massol  *  and  Cohendy'  in  1905.  This  bacillus, 
according  to  the  researches  of  Bertrand  and  Weisweillcr,^  produces  as 
much  as  25  grams  of  lactic  acid  per  liter  of  milk.  In  addition  to  this, 
it  manufactures,  from  the  same  quantity  of  milk,  about  50  centigrams 
of  acetic  and  succinic  acids  and  exerts  no  putrefactive  action  upon  pro- 
teids.  Added  to  these  characters,  it  is  especially  adapted  to  therapeutic 
application  by  its  complete  lack  of  pathogenicity. 

The  administration  of  the  bacillus  to  patients  suflfering  from  intestinal 
putrefaction,  first  suggested  by  Metchnikoff  in  1906,  has,  since  that  time, 
been  extensively  practiced  and  often  with  remarkable  success.  In 
spit<^  of  sharp  criticism,  especially  by  Luersen  and  Kiihn,*  who  deny 
much  of  the  antiputrefactive  activity  of  the  bacillus,  the  treatment  of 
Metchnikoff  has  found  many  adherents,  upon  the  basis  of  purely  clinical 
experiment.  It  is  not  possible  to  review  completely  the  already  ex- 
tensive literature.  Among  the  more  valuable  contributions  may  be 
mention(»d  the  articles  by  Grekofif,^  by  Wegelo,"  and  by  Klotz.'  In 
Metchnikoff's  experiments  and  in  the  work  of  his  inmiediat^^  successors, 
the  bacillus  was  used  either  in  milk  culture  or  in  broth  in  which  it  was 
induced  to  grow  in  symbiosis  with  other  microorganisms. 

Recently,  North  *  has  suggested  the  use  of  Bacillus  bulgaricus  in 
parts  of  the  body  other  than  the  digestive  tract.  His  work  was  made 
feasible  bv  the  disco verv  that  the  bacillus  could  be  cult i vat (hI  in  dex- 
trose-pepton  broth  to  which  calcium  carbonate  has  !)een  added,  after 
the  manner  recommended  by  Hi.ss.  With  such  cultures,  applied  in  the 
form  of  a  spray,  inflammations  of  the  ear,  nose,  throat,  genitourinary 
tract,  etc.,  have  been  treated,  many  of  them  with  success. 

BACTERIA   IN   THE   INDUSTRIES 

Bacteria  and  Tobacco. — In  the  manufacture  of  tobacco,  the  har- 
vested leaves  are  first  dried  and  then  heaped  up  in  large  masses  in  which 
the  tobacco  undergoes  fennentation.     During  this  fermentation,  which 

>  Massol,  Hovue  m^dicalc  de  la  Suisse  ronuinde.  1905. 

>  Cohcndi/,  Coinptos  rend,  de  la  soc.  de  l)i()I..  60.  1906. 

»  Bertrand  and  Weisweiller.  Ann.  de  I'inst.  Pastciir.  1906. 

*  Luersen  and  Kiihn,  Cent.  f.  Bakt.,  II.  xx.  HK)8. 

«  Grekoff,  ''Oh.servations  cliniqiies  siir  I'effet  du  lact.  agri./'  etc.,  St.  Petersburg, 
1907. 

*  Wegele,  Deut.  nied.  Woch..  xxxiv.  1908. 
»  KloU,  Zentralbl.  f.  innere  Med.,  1908. 

»  North,  Med.  Reconl,  March,  1909, 
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goes  on  at  temperatures  varying  from  SO*'  C.  to  60°  C,  carbohydrates 
are  split  up  and  much  nicotin  is  destroyed.'  The  end  products  consk 
largely  of  COj  and  various  organic  acids,  butyric,  formic,  succinic,  etc. 
During  the  fermentation,  bacteria  of  many  varieties  are  found  in  the 
heaps  of  tobacco  leaves  and  many  attempts  have  been  made  to  deter- 
mine flavors  artificially  by  inoculating  tobacco  leaves  of  a  poorer  quality 
with  cultures  obtained  from  the  finer  Havana  grades.  Suchsland'and 
others,  who  have  attempted  this,  claim  to  have  obtained  marked  im- 
provements in  domestic  products  by  this  method.  The  bacteria  found 
in  tobacco  fermentation  belong  to  many  varieties.  Some  of  these  are 
closely  related  to  the  proteus  and  subtilis  groups.  Others  are  distinctly 
thermophilic,  an  attribute  required  by  the  high  temperatures  attained 
in  the  fermenting  tobacco  leaves.  It  is  probable  that  the  tobacco 
flavors  can  not  be  regulated  by  bacteriological  methods  alone,  since  it 
has  been  shown  by  Loew  ^  that  an  important  factor  in  the  tobacco  fer- 
mentation is  contributed  by  the  leaf-enzymes,  which,  of  course,  depend 
intimately  upon  soil  and  climatic  conditions. 

Opium  ProductioDS. — In  the  preparation  of  opium  for  smoking  pur- 
poses, the  raw  product  is  subjected  to  a  prolonged  period  of  fermentation 
by  which  the  carbohydrates  in  the  material  are  destroyed.  According 
to  various  observers,  the  process  is  carried  out  in  most  cases  by  a  species 
of  aspergillus. 

Indigo  Production. — Indigo,  which  is  obtained  from  the  plants 
"  Isatis  tinctoria  "  and  "  Indigofer  tinctoria,"  is  not  present,  as  such,  in 
the  plants.  In  some  of  these  it  is  found  in  the  form  of  indican,  in  others, 
as  indoxyl.  It  has  been  shown  by  Alvarez  and  others  that  the  oxida- 
tion of  indican  and  indoxyl  into  indigo-blue  is  carried  out  largely  by 
bacterial  oxydases.  Sterilized  indigo  plants  do  not  produce  the  blue 
color.  Alvarez  *  has  isolated  a  bacillus  closely  related  to  the  Bacillus 
mucosus  capsulatus  group,  to  the  action  of  which  he  attributes  thi^ 
oxidation. 

Bacteria  in  the  Tanning  of  Hides. — Raw  animal  hides  are  subject 
to  decomposition  until  treated  by  a  process  known  as  tanning.  This 
consists  first  in  the  depilation  of  the  dried  and  salted  skins,  either  by 
partial  putrefaction  in  an  atmosphere  saturated  with  water  vapor  or 
by  chemical  treatment  with  solutions  of  milk  of  lime.     Aftt»r  this,  the 


»  Behrens,  (juoted  from  Fliigge,  "Die  Mikroorganismen,"  Bd.  1,  Leipzig,  1896. 

2  Suchsland,  Ber.  der  Dcut.  botan.  Ges.,  ix. 

3  Loew,  Rep.  U.  S.  Dep.  Agriculture,  59,  1899. 

*  Alvarez,  Comptes  rend,  de  I'aead.  des  sci.  vol.  105. 
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tanning  proper  consists  in  subjecting  the  skins  to  prolonged  immersion 
in  solutions 'made  up  according  to  a  large  variety  of  formulae — the 
principle  of  all  of  which,  however,  seems  to  be  found  in  the  mixing  of 
various  organic  ingredients,  such  as  bran-mash,  oak-bark,  and  often  dried 
animal  excreta,  in  which  fermentation  and  acid  production  occurs. 
According  to  Haenlein  *  this  acidification  is  the  essential  process  by  which 
the  leather  is  sterilized  and  rendered  soft  and  pliable.  This  author  has 
described  a  microorganism.  Bacillus  corticalis,  which  he  found  regu- 
larly present  in  fir-tree  bark  and  to  which  he  ascribes  the  acid  fermenta- 
tion occurring  in  tanning  liquors  in  which  this  ingredient  is  employed. 
Wood,'  who  has  worked  extensively  upon  the  subject,  has  attempted 
with  some  success  to  substitute  pure  cultures  for  the  old  uncertain 
chance  mixtures  employed.  In  spite  of  these  investigations,  however, 
while  we  must  acknowledge  the  probable  importance  of  bacteria  in  the 
tanning  process,  the  subject  is  by  no  means  upon  a  scientific  or  exact 
basis. 


»  Haenlein,  Cent.  f.  Bakt.  II,  i,  1895. 

»  Wood,  Jour.  Soc.  Chem.  Industry,  1895, 1899. 
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Abbott's  method  of  staining  spores,  97 
Absorption  method  in  study  of  agglu- 
tination reaction,  234 
Achorion  Schoenleinii,  630 
cultivation  of,  631 
morphology  of,  630 
varieties  of,  631 
Acid  formation  by  bacteria,  166 
Acid-fast  bacteria,  stains  for,  104 
Acquired  immunity,  192 

definition  of,  192 
Actinomyces,  610 
cultivation  of,  61 1 
discovery  of,  in  cattle,  610 

in  man,  610 
morphology  of,  607,  610 
pathogenicity  of,  613 
in  animals,  613 
in  man,  613 

parts  of  body  infected  in,  613 
staining  of,  611 
varieties  of,  614 
Actinomycosis,  613 

Active  immunity.    See  under  Immunity 
Aerobic  organisms,  facultative,  26 
obligatory,  25 

non-infectiousness  of,  183 
respiratory  processes  of,  27 
Air,  bacteria  in,  665 

dryness  and  high  winds  favorable 

for  increase  of,  665 
estimation  of  numbers  of,  666 
occurrence  of,  in  inhabited  places, 

665 
scarcity   ot,    in   places  high   above 

earth,  666 
settling  of,  with  rain,  snow,  etc.,  660 
infectious  material  carried  by,  666 
Agar  for  culture  media,  127 
lactoee-Iitmus,  129 


Agar  for  culture  media,  meat  extract, 

127 
meat  infusion,  128 
Agar  slants,   cultivation    of   anaerobic 

bacteria  on,  153 
Agglutination  reaction,  228 

between   agglutinin    and    agglutinin- 

stimulating  substances,  233 
clinical  diagnosis  by,  in  typhoid,  229 
concentrated  agglutinin  in,  235 
differentiation    of    bacterial     species 

by,  229 
diluted  agglutinins  in,  235 
group  agglutination  in,  234 
immune  or  chief  agglutinin  in,  234 
macroscopical  observation  of,  230 

for  bacterial  differentiation,  231 
major  agglutinin  in,  234 
microscopical  observation  of,  229 

for  clinical  diagnosis,  231 
minor  agglutinins  in,  234 
nature  of,  228 
partial  agglutinins  in,  234 

absorption  method  in  study  of,  234 
proagglutinoid  zone  in,  235 
proagglutinoids  in,  235 
pseudo-clumping  in,  231 
specificity  of,  234 
"  thread-reaction  "  in,  231 
upon  dead  bacteria,  231 
upon  living  bacteria,  231 
Agglutination  tests,  technicjue  of,  250 

macroscopic,  252 

microscopic,  251 
Agglutinins,  200,  228 
action  of,  240 

agglutinin-tttimulating  substances  and, 
233 

c{uantitative  relations  between,  233 

reaction  Iwtween,  233 
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Agglutinins,  bactericidal  substances  com- 
pared with,  231 
cell  receptors   in,   238 
concentrated,   failure  of,   to  produce 

agglutination,  235 
diluted,  agglutination  reaction  with, 

235 
effect  of  heat  on,  232 
experimentation  with,  231 
in   agglutination     reaction,    chief    or 
immune,  234 
major,  234 
minor,  234 
partial,  234 
in  scrum  cf  glanders,  527 
in  staphs  1'jcoccus  immune  sera,  331 
nature  of,  231 
normal,  232 
partial,  absorption   method  in   study 

of.  234 
production  of,  232 

in  sera  of  animals,  by  injection  of 
bacteria,  233 
of  culture  extracts,  233 
time  of,  233 
reaction  of.     See  Agglutination  reac- 
tion 
specificity  of,  234 
structure  of  (Ehrlich),  238 
theoretical  considerations  concerning, 

238 
"  thread-reaction  "  in,  231 
Agglutinogen,  233 
Aggrcssins  (Hail's  theory),  291 
action  of,  293 
immunization  with,  293 
njiturc  of,  293 
(K'curronco  of,  293 
opposition  to  Hiiil's  theory  of,  294 
Alcohol,  as  fixative  in  staining,  110 
Alcoholic  formentation,  51 
bv  voasts,  52 
in  milk,  ()84 
process  of,  51 
Alcohols  as  disinfectants,  77 
Alexin.  198 

acti(m  of.  in  blood  soruni.  224,  225 
Alkali  formation  bv  bacteria,  Ififi 


Allantiasis,  475 

Amboceptor  and  complement,   quanti- 
tative relationship  between,  244 
Amboceptors,  filtration  of,  244 

multiplicity  of,  in  normal  sera,  241 
Amylase,  48 
action  of,  49 
occurrence  of,  49 
Amylolytic  ferment.     See  Amylase 
Anaerobic  cultivation  of  bacteria,  14S. 
See  also  under  Cultivation  of  bacteria 
Anaerobic  organisms,  facultative,  20 
Gram-positive,  in  feces,  177 
infectiousness  of,  183 
non-invasion  of  blood  stream  bv,  l^i 
obligatory,  26 
respiratory  processes  of,  26 
Anaphylactin,  302 
Anaphylaxis,  295 

autopsy  findings  in,  299 
definition  of,  297 
experimentation  in,  early,  295 
inamunity  after,  299 
in  diphtheria  antitoxin  injections,  296 
incubation  during,  299 
inherited,  300 

observations  in,  fundamental,  296 
by  Arthus,  297 
by  Besredka.  298.  299 
by  Besredka  and  Steinhardt,  299 
by  Doerr.  299 

by  Gay  and  Southard.  299,  300 
by  Hericourt  and  Richet,  29*5 
by  Nicolle,  298,  300 
by  Otto,  297.  300 
by  Pick  and  Yamanouchi.  300 
by  Portier  and  Richet.  29«> 
by  Ro«*enau  and  Anderson.  21*7. 

298,  300 
by  Th.  Smith,  297 
by  Vaughn  and  Wheeler.  29S 
!)y  \VeiIl-HalI6  and  Ix^mairv.  :^n» 
passive.  3(X) 
phenomena  of.  295 
"  phenomenon  of  Arthus"  in,  297 
proteid  injections  in,  295 
mode  of  giving.  298 
(juantity  of,  298 
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Anaphylaxis,  83nnptom8  in,  299 
thtories  concerning,  301 

based  on  £hriich*s  receptor  over- 
production theory,  301 

of  Besredka,  302 

of  Doerr  and  Russ,  303 

of  Friedberger  and  Hartoch,  303 

of  Gay  and  Southard,  302 

of  Hamburger,  303 

of  V.  Pirquct  and  Schick,  301 

of  Richet,  302 

of  Wolff-Eisner,  301 
Animal  alkaloids,  45 
Animal  experimentation,  169 
animals  used  in,  169 

cages  for,  173 
autopsies  in,  173 
inoculations  in,  170 
Antagonism  of  bacteria,  31 
Anthrax.  553 

bacterial  causation  of,  6 
occurrence  of,  553 
Anthrax  bacillus,  553 
action  of,  561 
bacilli  resembling,  565 

Bacillus  anthracoides,  565 

Bacillus  radicosus,  565 

Bacillus  subtilis,  565 
biology  of,  559 
cultivation  of,  556 
early  investigation  of,  553 
experimental  inoculation  with,  561 
immunization  against,  563 

active  (Pasteur's  method),  564 

attenuation  in,  563 

passive  (Sobernheim's  method),  564 
in  milk,  689 
infection  with,  5<)2 

by  inhalation,  562 

cutaneous,  562 

pulmonary,  563 

spontaneous,  562 

through  alimentary  canal,  563 
isolation  of,  555 
morphology  of,  554 
pathogenicity  of,  550 
prophylaxis  against,  563 
reiBistancc  of,  560 


Anthrax  bacillus,  staining  of,  555 
susceptibility  of  animals  to,  560 
virulence  of,  560 
Anthrax,  symptomatic,  bacillus  of,  463 
cultivation  of,  463 
immunization  against,  466 

vaccines  used  in,  466 
morphology  and  staining  of,  463 
occurrence  of,  463 
pathogenicity  of,  464 

autopsy  findings  in,  465 
toxins  of,  465 
Anthropoid  af>cs.  blood  of,  distinguished 
from  human,  237 

Antiamboccptors,  242 

Antianaphylaxis,  299 

Antibodies,  197 
experimentation    and    discovery    of, 
197 
alexin,  198 
agglutinins,  200 
antifermonts,  202 
antitoxin,  198-199 
bacteriolysins,  200 
cytotoxins,  201 
precipitins,  2(K) 
fact«  and  theories  concerning,  241 
in  seiu,  determination  of,  by  comple- 
ment fixation.     See  under  Comple- 
ment fixation 

Anticomplements,  242 

Antiferments,  202 

Antigen,  definition  of,  202 

Antilab,  202 

Antilactase,  202 

Antileucocidin,  331 

Anti pepsin,  202 

Antiricin,   discovery  and   ex|HTiinenta- 
tion  with.  204 

*'Anti8ensi!)ilisin,"  302 

Antiseptics.  inhil)ition  strengths  of  va- 
rious, 81 
values  of,  determination  of,  80 
table  of,  80 

AntistaphylolvHin,  331 

Antisteapsin,  202 

Antistreptococcic  sera,  347 
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Antitoxic  sera,  196 
Antitoxin,  198-199 

diphtheria.       See     Diphtheria    anti- 
toxin   establishing    standard    unit 
for,  205 
normal,  205 
production  of,  a   final   test  between 

toxin  and  endotoxin,  187 
stability  of,  206 
tetanus.    See  Tetanus  antitoxin 
unit  of,  205 

valency  of,  for  toxin,  210 
Antivenin,  198 
Arthrospores,  16 
Ascospores,  618,  626 
Ash  in  bacterial  cell,  23 
Asiatic  cholera.     See  Cholera 
Aspergillus,  reproduction  in,  625 
Attenuated  cultures  in  active  immuni- 
zation, 193 
Autoclave,  71 

technical  details  of,  72 
Trillat,  87 
Autointoxication,  gastrointestinal,  694 
bacteria  causing,  695 
experimental     combating     of,     by 

acid-producing  bacilli,  695 
Metchnikoff's     treatment    of,     by 
means     of     Bacillus    bulgaricus, 
696-7 
Autolysins,  248 

Autopsies  of  infected  animals,  173 
Avian    tuberculosis,    bacillus    of.      See 
Tubercle  bacillus,  bacilli  related  to 

Babes-Ernst  granules,  11 
Bacilli    intermediate    between    typhoid 
and  colon  organisms,  428 
bacterial  correlation  of,  431 

bacilli  of  colon-like  morphology  in, 
432 
of  typhoid-like  morphology  in,  432 
non-motile  bacilli  in,  432 
classification  of,  431 
differentiation  of,  from  typhoid  and 
colon  groups,  428 
by  cultural  characteristics,  428 
by  morphology,  428 


Bacilli    intermediate    between  typhoi 
and  colon  organisms,  differentiatio 
of,  by  motility,  428 
hog-cholera  bacilli  in,  430 
meat-poisoning  bacilli  in,  429 
Bacillus  enteritidis  in,  429 
Bacillus  icteroides  in,  430 
Bacillus  Morseele  in,  430 
paratyphoid  bacilli  in,  430 
Bacillus  psittacosis  in,  430 
"Mailer"  bacillus,  431 
paracolon  bacillus  in,  430 
"Seeman"  bacillus,  431 
pathogenicity  of,  431 
toxic  products  of,  431 
Bacillus,  37 

general  description  of,  9 
Bacillus  aerogenes  capsulatus,  469 
and  pernicious  anemia,  177 
biological  considerations  of,  472 
cultivation  of,  471 
isolation  of,  472 
morphology  of,  470 
occurrence  of,  470,  473 
pathogenicity  of,  472 
staining  of,  471 
Bacillus  anthracoides,  565 
Bacillus  avisepticus,  544 
Bacillus  botulinus,  473 
antitoxin  for,  199 
cultivation  of,  474 
morphology  of,  474 
pathogenicity  of,  475 
staining  of,  474 
toxins  of,  476 
Bacillus  bulgaricus,  use  of,  by  Mete 
nikoff   for  treatment    of   gastroint^ 
tinal  autointoxication,  697 
Bacillus  butyricus,  496 
Bacillus  coli  communior,  398 
Bacillus  coli  commimis,  389 
agglutinins  for,  396 
in  immune  serum,  396 
in  normal  serum,  397 
bladder  diseases  due  to,  395 
cholera  infantum  attributed  to,  394 
cholera  nostras  attributed  to,  394 
cultivation  of,  390 
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illus  coli  communii^,  differentiation 
of,  from  meat-poisoning  and  para- 
typhoid bacilli,  428 
Lstribution  of,  391 
in  animals,  392 
in  man,  392 
in  milk,  391 
in  nature,  391 
in  feces,  177 
in  water,  679 
imimization  with,  395 
flammatory  conditions  of  liver  and 
gall-bladder  attributed  to,  395 
elation  of,  391 
orphology  of,  389 
ithogenicity  of,  393 
(ritonitis    following    perforation  at- 
tributed to,  394 
pticemia  due  to,  394 
aining  of,  389 
xic  products  of,  395 
irieties  of,  397 

InckeFs  disease  in  the  newborn  due 
to,  394 

llus    diphtheriffi.      See    Diphtheria 
icillus 

Hub  enteritidis,  discovery  and*'chap- 
-teristics  of,  429 
llus  fecalis  alkaligenes,  426 
fferentiation  of,  from  typhoid  ba- 
cillus, 427 
feces,  177 

llus    Hoffmanni.      See    Diphtheria 
loillus,  bacilli  similar  to 
llus  icteroides,  430 
llus  influemue.    See  Influenza  bacil- 
s 

illus  lactis  a^rogenes,  451 
iltivation  of,  451 
orphology  of,  451 
jcurrence  of,  451 
in  feces,  177 
ithogenicity  of,  451 
Illus  leprae.    See  under  Ix»prosy 
illus  mallei,  520.    Sec  also  Cilanders 
ological  characteristics  of,  522 
dtivation  of,  520 
imunity  against,  527 


Bacillus  mallei,  morphology  of,  520 
pathogenicity  of,  522 

bacteriological  diagnosis  in,  524 
in  horses,  522 
in  man,  524 
nodules  in,  524 
spontaneous  infection  by,  522 
staining  of,  520 
toxin  of,  524 
action  of,  525 
diagnostic  use  of,  525 

directions  of  U.  S.  Government 
for,  526 
obtaining  and  preparation  of,  525 
Bacillus    melitensis.      See    Micrococcus 

melitensis 
Bacillus  mesentericus  in  feces,  177 
Bacillus  Morseelc,  discovery  and  charac 

teristics  of,  430 
Bacillus  mucosus  capsulatus,  445 
association  of,  with  pneumonia,  448 
with  other  diseases  of  mucoua  lin- 
ings, 448-9 
cultivation  of,  446 
eoffarftT  characteristics  of,  447 
immimization  against,  449 
inoculation  of  animab  with,  449 
morphology  of,  445 
pathogenicity  of,  448 
staining  of,  446 
Bacillus  murisepticus,  534 
BaciUus  ozsente,  450 
Bacillus  pestis.    See  Plague  bacillus 
BaciUus  proteus  vulgaris,  452 

cultivation  of,  452-3 
Bacillus  prodigiosus,  quantitative  chem- 
ical analysis  of,  21 
Bacillus  psittacosis,  430 
Bacillus  pyocyaneus,  567 

antitoxin  against  products  of,  199 
cultivation  of,  567 

favorable  conditions  for,  567 
pigment  in,  568 

fluorescent  variety  of,  569 
pyocyanin  in,  568 
immunization  against,  570 
filtrates  of  old  cultures  in,  570 
pyocyanase  in,  570 
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Bacillus      pyocyaneus,      unmunization 
against,  true  toxin  in,  570 
morphology  of,  567 
occurrence  of,  in  lesions  and  inflam- 
matory affections,  569 
pathogenicity  of,  569 
staining  of,  567 

susceptibility  of  animals  to,  570 
toxins  of,  570 
leucocyte-destroying     ferment     in, 

571 
pyocyanase  in,  570 
pyocyanolysin  in,  570 
true,  570 
from  filtrates  of  old  cultures,  570 
virulence  of,  569 
Bacillus  radicicola,  55 
Bacillus  radicosus,  565 
Bacillus  rhusiopathise,  534 
Bacillus  smegmatis.     See  Smegma  ba- 
cillus 
Bacillus  subtilis,  565 
Bacillus  suiscpticus,  545 
Bacillus  tetani.    See  Tetanus,  bacillus  of 
Bacillus    tuberculosis.       See    Tubercle 

bacillus 
Bacillus  typhi  abdominalis,  399 
Bacillus  typhi  murium,  430 
Bacillus  typhosus.     See  Typhoid  fever, 

bacillus  of 
Bacillus    xerosis.      See    Bacillus    diph- 
theria*, bacilli  similar  to 
Bacteria  (see  also  Bacterial  cell) : 
acid  and  alkali  formation  by,  166 
acid-fast,  stains  for,  104 
action  of.  in  the  body,  184 
anabolic  or  synthetic  activities  of,  54 
in  root  tubercles,  55 
in  soil,  54 
animal  experimentation  with,  169 
antagonism  of,  31 
!)iolopical  actiNities  of.  40,  164 
cliemical  agents  injurious  to,  73.    See 

also  Disinfectants 
chivsses  of,  182 
bacilli,  9 
cocci,  9 
spirilla,  9 


Bacteria,  classification  of,  35 

based  on  organs  of  motility.  l.> 

by  Bail  with  regard  to  aggressu 
294 

by  Gram  stain,  104 

by  Migula,  37 
counting  of,  161 
cultivation  of,  141 

by  anaerobic  methods,    14>^.     ^ 
also  under  Cultivation  of  bacte 

inoculation  of  media  in,  141 
dead,  in  active  immunization.  \9ii 
degenerative  forms  of,  20 
denitrifying,  52 
destruction   of.      See   Destnictioo 

bacteria 
differentiation    of,    by   fermcutatit 

48 
enzymes  produced  by,  168 

diastatic,  169 

inverting,  169 

proteolytic,  168 
gas  formation  by,  164.     See  also  C 

formed  by  bacteria 
Gram-negative,  104 
Gram-positive,  104 
in  air.    See  Air,  bacteria  in 
in  industries,  697 
in  milk.     See  Milk,  bacteria  in 
in  soil.     See  Soil,  bacteria  in 
in  tissues,  staining  of.  110 
in  water.     See  Water,  bacteria  in 
incubation  of,  1 56.    See  also  under  I: 

Cuba t ion  of  cultures 
indol  production  by,  107 
isolation  of,  methcnls  of.  142 
katabolic  activitif.s  of.   \]-'<i 

by  bacterial  enzymes  or  fennents.  1 
varieties  of,  4H 

by  denitrifying  bacteria,  .'»2 

by  fat-splitting  '»nz>anes,  47 

!)V  lab  enzvmes.   !«> 

by  prot€»olytio  enzjnnes.  43 
liberation  of  energj'  by.  .'>S 
light  production  of.  59 
microscopic  study  of.    Set*  Micmscoiv 

study 
nitrifying.    See  Nitrifj-ing  bacteria 
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Bacteria,  nutrition    of,   25.      See  also 

under  Nutrition  of  bacteria 
occurrence  of,  in  the  body,  181 
parasitic,  29 

definition  of,  182 
pathogenic,  182 
phenol  production  by,  167 
physical  agents  injurious  to,  62 
pigment  formation  by,  59 
protozoa  and,  differentiation  of,  1 
putrefactive,     quantitative    chemical 

analysis  of,  21 
reducing  powers  of,  167 
relation  of,  to  moisture,  35 

to  physical  environment,  31 

to  pressure,  35 
relationship  of,  to  other  plants,  35 
reproduction  of,  18 

rate  of,  18 

varieties  of,  18 
saprophytic,  29 

definition  of,  182 
size  of,  9 
staining  of,  methods  of.    See  Staining 

ci  bacteria 
sulphur.    See  Sulphur  bacteria 
symbiosis  of,  31 
thermal  death  points  of,  34 
variations  in  forms  of,  19 
virulence  of,  and  infectiousness,  18,*i 
virulent,  sublethal  doses  of,  in  active 

immunization,  195 
Bacteriacese,  37 
Bacterial  cell,  ash  in,  23 
Habes-Emst  granules  in,  1 1 
capsule  of,  12 
carbohydrates  in.  23 
chemical  constituents  of,  21 

quantitative  analysis  of,  21 

varieties  of,  21 
fats  in,  22 
globulin  in.  22 
membrane  of,  12 
metachromatic  granules  in,  11 
morphology  of,  ItK) 
motility  of,  13 

Brownian,  14 

by  flagella,  14 


Bacterial  cell,  motility  of,  effect  of  tem- 
perature on,  15 
molecular,  14 
true,  14 
nucleus  in,  10 
organs  of  locomotion  of,  13 

classification  of  bacteria  based  on,  15 
osmotic  properties  of,  23 
permeability  of  membrane  of,  23 
plasmolysis  of,  23 
plasmoptysis  of,  24 
polar  bodies  in,  1 1 
proteids  in,  22 

refractive  index  of  parts  of,  24 
specific  gravity  of  forms  of,  24 
water  in,  21 
Bacterial  enzymes  or  ferments,  42 
action  of,  42 
environmental  conditions  on,  43 
reversible,  43 
similarity  of,  to  ferments  of  special- 
ized  cells  of  higher  plants  and  ani- 
mals, 43 
Bacterial  forms,  variations  of,  19 
Bacterial  (loisons,  184 
action  of,  187 
ptomains  and,  185 
resistance  of,  to  chemic-al  action  and 

heat,  187 
summary  of,  305 
varieties  of,  185 
endotoxins,  185 
proteins,  186 
true  toxins,  185 
Bacterial  products  in  active  immuniza- 
tion, 195 
Bacterial  proteins.  186 
Bacterial  spores,  15 
formation  of,  15 
gennination  of,  17 
jKisition  of.  17 
varieties  of.  15 
arthrospores,  16 
true  or  endaspores,  16 
vegetative  forms  from,  17 
Bactericidal  action  of  bloo<l  serum,  224 
Bactericidal  strengtlis  of  common  dis- 
infectants. 83 
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Bactericidal  substances  compared  with 

agglutinins,  231 
Bactericidal  tests,  257 
in  test  tube,  257 
technique  of,  258 

for  typhoid  fever,  258 
in  viro,  255-7 
Bacteriemia,  definition  of,  184 
Bacteriological    examination    of    blood 
cultures,  178 
choice  of  media  for,  179 
results  of,  estimation  of,  180 
technique  of  obtaining  material  for, 
178 
from  typhoid  patients,  180 
of  exudates,  175 
of  feces,  176 

of  material  from  patients,  174 
technique  of  collecting,  174 
of  urine,  176 
Bacteriology,  development  and  scope  of, 

1-8 
Bacteriolysins,  200 

immime,  225 
Bacteriolytic  tests,  255 
PfeiflFer's  test  in,  255 
determination  of  bacteriolytic  power 
of  scrum  against  a  known  micro- 
orgimism  in  invo  by,  255 
identification  of  microorganism  in 
known  immune  serum  in  vivo  by, 
257 
Bacteriotropins,  282 
Bacterium,  37 
Bail,  nggressin  theory  of,  292 

opposition  to,  294 
Barsiekow's  niciiium    fo^  colon-typhoid 

different  i.'it  ion.  139 
Biukt's    iiKxlificjition    of    Wassermann 

test  for  syiiliilis.  268 
••  Baz'lh  neniulsion,"  487 
Heggiatoa.  genus,  38  • 

Heggiatoaeejp,  38 
I^erkefeld  filter.  120,  121 
Bile  medium  for  colon-typhoid  difTcren- 

tiation,  138 
Bile-salt   agiir,   MaeC'onkey's,  for  colon- 
tj'plioid  clifTerentiation,  138 


Bitter  milk,  bacteria  causing,  685 

Black  Death,  546 

Bladder  diseases  due  to  colon  bacillus, 

395 
Blastomycetes.     See  Yeasts  and  Yeaj^t 

cells 
Blood,  laked,  225 

the  seat  of  immunizing  agencies,  198 
Blood  corpuscles,  red,  in  E^hrlich's  the- 
ory of  lytic  process  in  blood  senini. 
227 
Blood  cultures,  bacteriological  examina- 
tion of,  178 
results  of,  estimation  of,  180 
choice  of  media  for,  179 
technique  of  obtaining  material  for, 
178 
from  typhoid  patients,  180 
Blood  media,  method  of  obtaining.  140 
Blood  serum,  bactericidal  action  of,  224 
Bordet*8  interpretation  of  lytic  proc- 
esses of,  225 
inunune,  198 

reactivation  of  bactericidal  powr 

of,  by  normal  scrum,  225 
reactivation  of  bacteriolytic  poTiTre 
of,  by  normal  serum,  226 
lytic  processes  of,  224 
normal,  198 

Bordet's  lytic  theory  of  constituent? 
of,  225 
alexin  in,  225 

''sensitizing  substance  "  in,  223 
obtaining  of,  from  animals,  249 

from  man,  249 
reactions  with.    See  Serum  reactions 
Blood  serum  media,  method  of  obtain- 
ing, 139 
Bollinger,  discovery  of  actinomyct»8  of 

cattle  by,  610 
Bordet  and  Gengou,  discovery  of  whoop- 
ing-cough bacillus  by,  535 
Bordet-Gengou  bacillus,  535 
cultivation  of,  536 

compared    with   that   of  influenu 

bacillus,  537 
t^jchnique  of,  536-7 
morphology  of,  535 
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Bordet-Gengou  bacillus,  morphology  of, 
compared    with    that   of   influenza 
bacillus,  537 
pathogenicity  of,  537 
staining  of,  535 
toxins  of,  537 

Botulism,  475 

Bouillon,    malachite   green,    for   colon- 
typhoid  differentiation,  137 

Bouillon  filtr^  (Denys),  487 

Bovine   tuberculosis,    bacillus   of.      See 
Tubercle  bacillus,  bacilli  related  to 

Broth  used  for  culture  media,  124 
calcium  carbonate,  126 
glycerin,  125 
meat  extract,  124 
meat  infusion,  124 
nitrate,  126 
(x^pton-salt,  126 
sugar-free,  125 
Uschinsky's  proteid-free,  126 

Bmce,  discovery  of  Malta  fever  bacil- 
lus by,  542 

Buboes,  540 

Buchner,  discovery  of  Bacillus  coli  com- 
munis by,  389  I 

Buchner's  method  of  pyrogallic  absorp- 
tion  of   oxygen   in    cultivation   of 
anai'robic  bacteria,  152 
Wright's  modification  of,  153 

Buerger's  method  of  staining  capsules,  99 

Butter,  making  of,  692 
bacteria  aiding,  692 
transmission  of  infection  by,  693 
tubercle  bacilli  in,  693 

ButUT  bacillus,  496 

Butyric-acid  fermentation  in  milk,  6.*>4 

Cadaverin,  45 

Cages  for  animals,  171,  172,  173 
.Calcium-carbonate  broth,  126 
Capaldi's  ineilium  for  colon-typhoid  dif- 
ferentiation, 135 
Ca])sule  stains  in  staining  of  bacteria,  98 
Carbohydrates  in  bacterial  cell,  23 
Carbolic  acid  as  disinfectant,  77 
Carbolic-acid  coefficient ,  8() 
Carbon  dioxid  formed  by  bacteria,  164 


Carbon  in  nutrition  of  bacteria,  25 
Casein,  coagulation  of,  in  milk.  684 
Castelli,   discovery   of   Spirocliiete   per- 

tenuis  by,  6()3 
("cll-receptors,  three  forms  of,  in  expla- 
nation of  all  known  antilKxiies 
(Ehrlich): 
haptines  of  the  first  order,  24() 
haptines  of  the  second  order,  240 
haptines  of  the  third  onler,  240 
Cellulase,  49 
Charbon.     See  Anthrax. 
Charbon  symptomatique.     See  Anthrax, 

symptomatic,  bacillus  of 
Cheese,  making  of,  693 

bacteria  aiding,  693,  694 
pathogenic  organisms  in,  694 
Chemotaxis,  negative  and  positive,  defi- 
nition of,  277 
Chicken  cholera  bacillus,  544 
cultivation  of,  544 
immimization  with,  545 
morphology  and  staining  of,  544 
occurrence  of.  in  animals,  544 
pathogenicity  of,  544 
Chicken-pox,  relation  of,  to  smalI])ox,  647 
Chlamydobacteriaceff,  Ji8,  606 
classification  of,  606 
morphology  of  various  forms  of,  606 
Chloride  of  lime  as  disinfectant,  76 
Chlorine  as  disinfectant,  86 
Cholera,  Asiatic.  572 
diagnosis  of,  574 
epidemics  of,  576 
immunization  in.  579 
active,  579 

protective  inoculation  in,  579 
in  animals,  577 
infection  in,  576 
pathological  findings  in,  576 
spirillum  of,  572 

biological  considerations  of,  576 

cultivation  of,  573 

diagnosis  of,     by     '*  cholera-red  " 

react  itm,  574 
hygienic  considerations  of,  578 
in  feces,  177 
isolation  of,  575 
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Cholera,  spirillum  of,  isolation  of,  from 
feces,  575 
from  water,  575,  678 
morphology  of,  572 
pathogenicity  of,  576 
in  animals,  577 
in  man,  576 
resistance  of,  576 
spirilla  resembling,  580 
Spirillum  Deneke,  581 
Spirillum  Massaua,  580 
Spirillum  Metchnikovi,  580 
Spirillum  of  Finkler-Prior,  581 
staining  of,  573 
toxin  of,  578 
traced  to  milk,  687 
Cholera,  fowl,  bacillus  of,  7 
Cholera  infantum  attributed   to   colon 

bacUlus.  394 
Cholera    nostras    attributed    to    colon 

baciUus,  394 
Cholera-red  reaction,  574 
Chromo-bacteria,  59 
Chromogenic  Gram-negative  cocci,  387 
aadothrix,  38,  607 

morphology  of,  606 
Clostridium  Pasteurianum,  54 
Clearing  of  culture  media,  1 19 
by  filtering,  120 
with  eggs,  119 
C^agulins,  235 
Cobra  poison  and  its  antitoxin,  oxi)cri- 

nientution  with,  2()4 
Coccacea?,  37 
Cocci,  description  of.  9 
Coefficient  of  inhibition.  80 
Colon  bacillus.  See  Bacillus  coli  communis 
Colon  bacillus  group,  389 
Colon  test,  for  analysis  of  water,  679 
Colon-ty])hoi(l  differentiation,  media  for, 
133 
Barsiekow's,  139 
bile,  138 
Capaldi's,  135 
Conradi-Drigalski,  135 
Endo's,  136 
Hesse's,  133 
Hiss'  plating,  i:i3 


Colon-typhoid  differentiation,  media  fur, 
Hiss'  tube,  KW 
Jackson's  lactose-bile,  138 
Loefflcr's  malachite  green,  K^i 
Ix^uchs'  mollification  of,  137 
MacConkey's  bile-salt,  138 
malachite  green  bouillon.  137 
neutral-red,  139 
Piorkowski's  urine  gelatin,  I'M 
Colon-typhoid-dysentcry    group,  bacilli 
of,  388 
characteristics  of,  388 
Colonies  in  agar.  146 
Colony-fishing,  146 
Colony  study  of  bacteria,  161 
Color  indicator  in  titration,  117 
Comma  bacillus.    See  Spirillum  cholene 

asiaticsp 
Complement,  deviation  of,  244 
filtration  of,  244 

fixation  of.    See  Complement  fixation 
in  Ehrlich's  theory  of  lytic  process  in 

blood  serum,  226 
in  normal  blood  serum,  226 
multiplicity  of,  in  nonnal  sera.  242 
Complement  fixation,  action  in,  245 
by  precipitates,  244 
determination  of  antigen  by,  in  serum 
reactions,  271 
of  antibodies  in  sera  by,  261 
principles  of,  261 
reaction  in,  261 

Wassermann  test  for.     See  Was- 
sermann  t«st  for  diagnosis  nf 
syphilis 
proteid  differentiation  by,  273 
Complementoids,  243 
Conjonctivite  subaiguc.  538 
C>)nradi-Drigalski    medium,    for   colon- 
typhoid  difTerentiation,  135 
i.solation  of  typhoid  bacillus  in  stools 
by,  408 
Cotton  used  in  filtering  culture  me<lia.l3) 
Counting  of  bacteria,  161 
Cowpox,  relation  of,  to  smallpox,  646 
use  of,  in  immunization  against  small- 
pox,  646 
Cronothrix,  38 
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"reolin,  78 

i'liJtivation  of  bacteria,  anaerobic,  148 
by  absorption  of  oxygen  by  pyro- 
gallic  acid  in  alkaline  solu- 
tions, 152 
Buchner's  method,  152 
Wright's  modification  of,  ir>3 
combined    with    air    exhaustion 
and  hydrogen  replacement,  153 
on  agar  slants,  153 
without  use  of  hydrogen,  155 
!>y  displacement  of  air  with  hydro- 
gen, 151 
by  mechanic^  exclusion  of  air,  1 48 
Esmarch's  method,  149 
fluid  media  covered  with  oil,  150 
Liborius'  method,  149 
Roux's  method,  149 
Wright's  method,  150 
Zinsser's  apparatus  for,  150 
colony  study  in,  161 
counting  of  bacteria  in,  101 
incubation  in,   150.     See  also  under 

Incubation  of  cultures 
.ilture  media,  124 
agar  for,  127 

lactose-litmus,  129 
meat  extract,  127 
meat  infusion,  128 
blood  for.  140 
l)loo«l  serum  for,  139 
l)roth  for,  124 

calcium  carlnmatc,  120 
glycerin,  125 
meat  extract,  124 
moat  infusion,  124 
nitrate,  120 
ix»pt()n-salt,  120 
KUgar-fn»t%  125 
I'schiiisky's  prot<'id-fr(»e,  120 
clearing  of,  119 

by  filtering  through  cotton,  120 

through  paiXT,  121 
with  eggs.  119 
Dorsett  egg.  \M) 

enriching  substancos  used  in.  139,  140 
fluitl,  covertMi  witli  oil,   in  anaerobic 
cultivation  of  bactrriu,  150 


Culture  media,  for  colon-typhoid  differ- 
entiation, 133 
glassware  preparation  in,  113 
glycerin  for,  120 
ingredients  of,  115 

choice  of,  116 
milk,  130 
potato  for,  130 
glycerin,  130 
preparation  of,  113 
general  technique  of,  113 
process  of,  124-40 
serum,  131 

Hiss'  serum    water,  for  fermenta- 
tion tests,  132 
LoetHer's,  131 
shinting  of,  123 
special,  133 
sterilization  of,  121 
filtration  in,  122 
heat  in.  121, 
titration  of,  117 

color  indicator  in,  117 
proces.s  of,  117 

for  alkaline  media,  118 
reaction  of,  117 
adjustment  of,  119 
tubing  of,  121 
(^ulturos.   atteiuiat4>d,   in  active  immu- 
nizjition,  193 
incubation  of.     S<»<»  under  Incubation 
of  cultures 
Cyta.se,  279 

Cytoryctes  variohe,  <>45 
Cvtotoxins,  201 

siKH'ific,  injury  to  organs  by,  201 

Dkcay,  action  of,  44 

Defen.sivo  factors  of  animal  organism, 

189 
I)<»g<»nerative  fonns  of  l>acteria,  20 
Denitrifying  bacteria,  52 

activities  of.  5.3 

occurrence  of,  51? 
Destruction  of  ])acteria,  02 

by  chemical  agents,  73.    Sec  also  Dis- 
inf<*<'taiits 
gas(M)Us,  Wi 


722 


INDEX    OF   SUBJECTS 


Destruation    of    bacteria,    by  chemical 
agents,  in  solution,  73 
inorganic,  73 
organic,  77 
by  physical  agents,  62 
drying,  62 
electricity,  65 
heat,  65 
light,  63 
Diarrheal  diseases  traced  to  milk,  687 
Diastase.     See  Amylase 
Differential  stains  in  staining  of  bac- 
teria, 102 
Diphtheria,  tracing  of,  to  milk,  687 
Diphtheria  antitoxin,  216 
anaphylaxis  in  injections  of,  296 
normal,  205 
production  of,  216 
horses  used  in,  216-17 
technique  of,  217 
toxin  for,  216 
stable,  206 

standardization  of,  218 
concentration  and  purifying  in,  219 
technique  of,  218 
unit  for,  205 
Diphtheria  bacillus,  504 
bacilli  similar  to,  514 
Bacillus  Hoffmanni,  514 
cultivation  of,  516 
morphology  of,  515 
staining  of,  515 
Bacillus  xerosis,  517 
cultivation  of,  518 
differentiation  of,  from  other  ba- 
cilli, 578 
other  bacilli,  519 
biological  characteristics  of,  507 
cultivation  of,  508 
degenerative  forms  of,  19 
differentiation    of,  from  other  forms, 

107,  514  et  seq. 
grouping  of,  507 
isolation  of,  509 
morphology  of,  505 

''ground"  type  in,  506 
occurrence  of,  in  body,  510-511 
pathogenicity  of,  510 


Diphtheria   bacillus,    pathogenicity 
in  animals,  511 
''pseudo-membranes"  in,  510 
resistance  of,  508 
staining  of,  506 

Gram's  method  of,  507 
polar    or    Babes-Ernst    bodies 
506 
Neisser's  stain  for,  506 
Roux's  stain  for,  507 
toxin  of,  512.      See    also    Diphth 
toxin 
chemical     and   physical  propei 

of,  512 
production  of,  512 
media  employed  in,  512 
Park- Williams  Bacillus  No.  ^ 
512 
resistance  of,  514 
Diphtheria  toxin,  analysis  of  (Ehrli 
205-15 
method  of  partial  absorption  in, 
side-chain  theory  of,  212 
summary  of,  215 
constitution  of  (Ehrlich),  210 
graphic  form  of  (Ehrlich),  211 
views  of  Arrhenius  and  Madsen 
212 
epitoxoid  in,  208 
molecule  of,  haptophore  group  in. 

toxophore  group  in,  207 
normal  solution  of,  205 
partial  absorption  of,  209 
standardization  of,  Limes  death  in. 
Limes  zero  in,  207 
time  changes  in,  206 
toxoid  form  of,  207 
protoxoids  in,  209 
syntoxoids  in,  209 
toxon  in,  209 
unit  for,  205 
Diplococcus  gonorrhoMP,  380 
cultivation  of,  381 

conditions  favorable  to,  383 
Wertheim's  medium  for,  381-2 
differentiation   of,  from    Microco( 

catarrhalis,  386 
early  work  in,  380 
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Diplococcus  gonorrhceae,  infection  of,  in 
man,  384 
morphology  of,  380 
pathogenicity  of,  in  animals,  385 

in  man,  384 
resistance  of,  384 
staining  of,  381 
Diplococcus  lanceolatus.    See  Diplococ- 
cus pnemnoniae 
Diplococcus  mucosus,  387 
Diplococcus  pneumonise,  352 
cultivation  of,  355 

dififerentiation  of,  from  streptococcus, 
357,  367 
cultural,  368 
morphological,  367 
by  bile  test,  369 
by  capsule,  367 
by  fermentations,  369 
by  grouping,  367 
by  growth  in  blood  media,  367, 

369 
by  shape,  367 
immunization  against,  363 
active,  methods  of,  363 

agglutinins  in  immune  sera  in,  364 
table  of,  365 
technique  of,  364 
opsonins  in  immune  sera  in,  366 
precipitins  in  immune  sera  in,  365 
passive,  with  immune  sera,  366 
isolation  of,  358 
modes  of  inoculation  with,  361 
morphology  of,  353 
capsules  in,  353-4 
lancetHshape  of  cocci  in,  353 
pairing  of  cocci  in,  353 
pathogenicity  of,  361 
pneumonic  complications  and,  362 
resistance  of ,  358 
staining  of,  355 

susceptibility  of  animals  to,  360 
toxic  products  of,  362 
virulence  of,  360 
in  animals,  360 
in  man,  361 
Pinnfectants,  73 
bactericidal  sU^ngths  of  common,  83 


Disinfectants,  gaseous,  8C 
chlorine,  86 
formaldehyde,  87 
oxygen,  86 
ozone,  86 

sulphur  dioxide,  86 
testing  of  efl&ciency  of,  79 
carbolic-acid  coefficient  in,  80 
determination  of  antiseptic  values 
m,  80 
of  disinfectant  values  in,  82 
table  of,  83 
factors  in,  79 
used  in  solution,  73 
inorganic,  73 
acids,  bases,  and  salts,  74 
halogens  and  derivatives,  75 
chlorid  of  lime,  76 
tetrachlorid  of  iodin,  76 
oxydizing  agents,  76 
hydrogen  peroxid,  76 
potassium  permanganate,    76 
organic,  77 
alcohols,  77 
carbolic  acid,  77 
cresol  group,  78 
essential  oils,  78 
formaldehyde,  78 
iodoform,  77 
Di3infection,  practical,  84 
of  feces,  85 
of  hands,  85 
of  instruments,  85 
of  linen,  etc.,  85 
of  rooms,  etc.,  86 
of  sputum,  84 
of  urine,  85 
Dissociation,  electrolytic,  74 

relation    between    degree    of,    and 
bactericidal  powers  of  solutions, 
74 
Dorsett  egg  medium,  130 
DrjHng  in  destruction  of  bacteria,   re- 
sistance to,  62 
DTN»M2«>,  definition  of,  205 
Ducrey  bacillus,  540 
cultivation  and  isolation  of,  541 
discovery  of,  540 
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Ducrey  bacillus,  infection  with,  540 

pathogenicity  of,  541 
Dysentery,  autopsy  findings  in,  440 
occurrence  of,  440 
symptoms  of,  440 
Dysentery  bacilli,  433 
biological  considerations  of,  439 
dififerentiation  of,  by  Hiss,  through 
agglutination  tests,  438 
through  fermentation  tests,  437 
immunisation  with,  442 

active,  442 

agglutinins  in,  442 
bactericidal  substances  in,  442 
true  toxins  in,  443 

passive,  443 
in  feces,  178 
investigation  of : 

by  Flexner,  434 

by  Hiss  and  Russell,  436 

by  Knise,  435 

by  Lents,  436 

by  Martini  and  Lents,  436 

by  Ohno,  437 

by  Park  and  Carey,  437 

by  Park  and  D\mham,  436 

by  Shiga,  433 

by  Spronck,  435 

by  Strong  and  Musgrave,  434 

by  Vedder  and  Duval,  435 
pathogenicity  of,  439 
pseudo-dysentery  bacillus  and,   435, 

436 
Shiga's  bacillus  in,  433 

cultiu-al  characteristics  of,  434 

morphology  of,   433 
toxis  products  of,  440 

action  of,  on  animals,  441 

obtaining  of,  from  cultures,  440 
"Y"  bacillus  in,  436 

Eberth,  discover^'  of  typhoid  bacillus 

by,  399 
Edema,    malignant,    bacillus    of.      See 

imder  Malignant  edema 
Eel-blood  serum,  toxic,  205 
Eggs  used  in   clearing   culture   media, 

119 


Ehrlich's  analysis  of  diphtheria  toxin, 

205-215.     See  also  under  Diphthen 

toxin 
Eichstedt,  discovery  of  Microsporon  fin^ 

fur  by,  627 
Electricity  in  destruction  of  bacteria,  65 
Electrolytic  dissociation,  74 

relation  between  degree  of  and  ba^ 

tericidal  powers  of  solutions,  74 
Elser  and  Huntoon,  discovery  of  pseudo- 

meningococcus  by,  379 
Eisner's    potato-extract     gelatin,  isoli- 

tion  of  typhoid  bacillus  in  stools  by, 

407 
Emphysematous  gangrene,  isolation  of 

Bacillus  aerogenes   capsulatus  from, 

472 
Endolysins,  291 

Endo's    fuchsin-agar,    isolation   of  ty- 
phoid bacillus  in  stools  by,  409 
Endo's  medium  for  colon-typhoid  dif- 
ferentiation, 136 
Endospores,  16 
Endotoxins,  185,  306 

compared  with  pigments,  186,  309 

of  Staphylococcus   pyogenes  aureus, 
328 

of  Streptococcus  pyogenes,  345 

summary  of,  306 

toxins  distinguished  from,  186 
Environment  and  bacteria,  31 
Enzymes,  definition  of,  42 

katalyzers  and,  analogy  between,  42 

produced  by  bacteria,  168 
diastatic,  169 
inverting,  169 
proteolytic,  168 

varieties  of.     See  under  specific  names 
Epitoxoid  in  toxin,  208 
Erlenmeyer  flask,  114 
van  Ermengem,  discovery  of  Bacillus 

botulinus  by,  473 
van    Ermengem's   method  of   staining 

flagella,  101 
Escherich,  discovery  of  Bacillus  Isctis 

aerogenes  by,  451 
Esmarch  roll  tubes  in  isolation  of  baD> 

teria,  147 
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Esmarch's  method  of  anaerobic  culti- 
vation of  bacteria,  149 

Essential  oils  as  disinfectants,  78 

Exudates,  bacteriological  examination 
of.    See  Bacteriological  examination 

Eumycetes.    See  Hyphomycetes 

Facul/tative  aerobes,  26 
Facultative  anaerobes,  26 
Farcy,  523 
Fat-splitting  enzymes,  47 

action  of,  methods  of  investigating, 

47 
varieties  of,  47 
Fats  in  bacterial  cell,  22 
Favus,  630   • 

Feces,   bacteriological   examination  of, 
176 
disinfection  of,  85 
number  of  bacteria  in,  176 
varieties  of  bacteria  in,  177 
Fermentation,  alcoholic,  51 
in  milk,  684 
but3rric-acid,  in  milk,  684 
enzymes  of,  48,  52 
in  development  of  bacteria,  26 
inversion  in,  42 
lactic-acid,  50,  683 
process  of,  48 
Fermentation    tests,   serum    media  for, 

132 
Filtering,  in  clearing  of  culture  media, 
120 
through  cotton,  120 
through  paper,  121 
in  sterilization  of  culture  media,  122 
Filters,  varieties  of: 
Berkefeld,  120,  121 
Kitasato,  123 
Maassen,  124 
Reichel,  122 
Filtration  of  immune  body  and  comple- 
ment, 244 
Fish  tuberculosis,  bacillus  of,  495 
Fishing,  colony,  146 
Fixation  of  complement,  action  in,  246 

by  precipitates,  244 
"Fixator,"  279 


Flagella,  arrangement  of,  15 
structure  of,  14 
varieties  of,  14 
Flagella  stains  in  staining  of  bacteria,  100 
Florence  flask,  114 
Fluid  media  covered  with  oil,  used  in 

cultivation  of  bacteria,  150 
Foot-and-mouth  disease,  663 
.   etiological  factor  of,  663 
inununity  in,  664 
in  milk,  688 
pathology  of,  663 
transmission  of,  663 
Formaldehyde  as  disinfectant,  78,  87 
generation  of,  by  breaking  up  solid 
poljmier  with  heat,  90 
by  Breslau  method,  87 
by  direct  evaporation,  87 
by  glycerin  addition,  88 
by  lime  method,  91 
by  potassium-permanganate  meth- 
od, 91 
by  Trillat  method,  87 
gauging  amount  of  formalin  in,  91 
Trillat  autoclave  for,  87 
Fractional  sterilization,  70 
at  high  temperatures,  70 
at  low  temperatures,  71 
Framboesia  tropica,  603 
Friedlftnder,  discovery  of  Bacillus  mu- 

cosus  capsulatus  by,  445 
Friedl&nder  bacillus.    See  Bacillus  mu- 

cosus  capsulatus 
V.  Frisch,  discovery  of  Bacillus    of  rhi- 

noscleroma,  449 
Fusiform  bacilli: 
from  carious  teeth,  602 
from  noma,  602 
from  scurvy,  602 
of  Vincent's  angina,  600 

Gaffky,  discovery  of  Micrococcus  tetra- 

genus  by,  334 
Gartner,   discovery   of   Bacillus  enteri- 

tidis  by,  429 
Gas  formed  by  bacteria,  164 

analysis  of,  164 
carbon  dioxide  in,  164 
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Gas  formed    by    bacteria,  analysis  cf, 
hydrogen  in,  165 
hydrogen  sulphide  in,  165 
quantitative,  166 
Gas-pressure  regulators  for  incubators, 
160 
Moitessier's,  160 
Gastrointestinal  autointoxication,  694 
bacteria  causing,  695 
experimental  combating  of,  by  acid- 
producing  bacilli,  695 
Met<;hnikoff' s  therapy  of,  by  means  of 
Bacillus  bulgaricus,  696-7 
Gelase,  49 
Gessard,  discovery  of  Bacillus  pyocaneus 

by,  568 
Glanders,  bacteriological  diagnosis  of,  524 
immunity  in,  527 
in  horses,  522 
acute  form,  522 
chronic  form,  523 
in  man,  524 
nodules  of,  524 
spontaneous  infection  in,  522 
Glanders  bacillus.    See  Bacillus  mallei 
Globulin  in  bacterial  cell,  22 
Glycerin,  use  of,  for  culture  media,  126 
meat  extract,  126 
meat  infusion,  127 
Glycerin  broth,  125 
Glycerin  potato,  130 
Gonococcus.     See     Diplococcus  gonor- 

rhoeic 
Gram-negative  bacteria,  104 
Gram-negative  cocci,  chromogenic,  387 
Gram-negative  micrococci,  table  of  di- 
agnosis of,  by  differential  value  of 
sugar  fermentation,  387 
Gram-positive  bacteria,  104 

in  feces,  177 
Gram's  method  of  staining  bacteria,  102 
classification   of   pathogenic   bacteria 

by,  104 
Paltauf's  modification  of,  103 
Group  agglutination,  234 
Gruber-Widal  reaction,  250 
Gruby,  discover^'  of  Trichophyton   ton- 
surans bv,  631-2 


Guarnieri's  medium,  Welch's  modi 
tion  of,  129 

Halogens  as  disinfectants,  75 
''Hanging  block"  method  in  stud 

bacteria,  94 
''Hanging  drop"   method  in  stud 

bacteria,  93 
Hansen,  discovery  of  lepra  bacilla<> 

499 
Haptophore  group  in  toxin  mole 
207 
in  toxon  molecule,  209 
Haptophore  groups  in    immune  b 
228 
complementophile,  228 
cytophile,  228 
Hauser,   discovery  of  Bacillus  pre 

vulgaris  by,  452 
Heat,  in  destruction  of  bacteria,  65 
dry  and  moist,  comparison  of, 
effect  of  various  degrees  of,  65 
moist,  advantages  of,  66 
penetrating  power  of,  67 
in  sterilization  of  culture  media, 
Heat  sterilization,  68 
dry  heat,  68 
by  burning,  68 
by  hot  air,  68 
moist  heat,  69 
by  boiling,  69 

by  fractional  sterilization,  70 
by  live  steam,  60 
by  steam  under  pressure,  71 
I    Hektoen  and  Ruediger  on  structui 
I       opsonins,  283 
I    Hemagglutinins,  235 
'    Hematogen,  530 
'    Hemolysin,  immime,  226 
Hemolysins  of  Staphylococcus  pyog 
aureus,  329 
of  Streptococcus  pyogenes,  345 
specificity  of,  247 
varieties  of: 
autolysins,  247 
heterolysins,  247 
isolysins,  247 
Hemolysis,  201,  225 
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Hemolytic  tests,  259 
obtaining  blood  for,  259 
in  large  quantities,  260 
in  small  quantities,  259 
standard  concentration  of  red  blood 
cells  for,  259 

Hemolytic  imit,  definition  of,  265 

Hemorrhagic  septicemia  bacilli,  543 
morphology  of,  543 
staining  of,  543 
varieties  of: 
bacillus  of  chicken  cholera,  544 
Bacillus  pestis,  546 
bacillus  of  swine  plague,  545 

Hepatotoxin,  201 

Hesse's  medium  for  colon-typhoid  differ- 
entiation, 133 

Heterolysins,  247 

Hides,  tanning  of,  bacteria  in,  698 

Hiss'  agar-gelatin  medium,  isolation  of 
typhoid  bacillus  in  stools  by,  407 

Hiss'    leucocyte    extract    theory    and 
therapy,  289 

Hiss'  methods  of  staining  capsules,  98 

Hiss'   plating  media  for  colon-typhoid 
differentiation,  133 

Hiss'   tube  medium  for  colon-typhoid 
differentiation,  133 

Hiss'  serum  water  media  for  fermenta- 
tion tests,  132 

"Hog-cholera"  bacilli,  430 
differentiation  of,  from  swine  plague 
bacillus,  546 

Hdgyes,  dilution  method  of,  in  treat- 
ment of  rabies,  643 

Horse  meat,  detection  of,  by  precipitin 
tests,  254 

Horses  used  in  production  of  diphtheria 
antitoxin,  216-17 
of  tetanus  antitoxin,  221 

Howard  and  Perkins,  discovery  of  Strep- 
tococciis  mucosus  by,  351 

Hydrogen,  formation  of,  by  bacteria,  165 
in  nutrition  of  bacteria,  28 

Hydrogen  peroxid  as  disinfectant,  76 

Hydrogen  sulphid   formed   by  bacteria, 
165 

Hydrophobia.     See  Rabies 


'    Hypersusceptibility.    See  Anaphylaxis 
Hyphomycetes,  623 
conditions  favorable  to  growth  of,  626 
diseases  caused  by,  627 
favus,  630 

pityriasis  versicolor,  627 
ringworm,  631 
thrush,  629 
diseases  sometimes  accompanied  by, 

633 
morphology  of,  623 
reproduction  of,  623 
mycomycetes  in,  624 
Aspergillus  variety  in,  625 
Penicillium  variety  in,  625 
sporulation  by  other  methods  in, 
625 
phycomycetes  in,    Mucorinse    vari- 
ety of,  623 
sexual  reproduction  of,  624 
structural  classification  of,  623 
varieties  of,  623 
mycomycetes,  623 

morphology  of  (typical),  623,  624 
ascospores  in,  626 
conidia  (or  spores)  in,  626 
conidiophores  in,  625 
hyphal  branches  (septate)  in, 

625 
mycelial  threads  (septate)  in, 

625 
sterigmata  (septate)  in,  625 
morphology     of     less     frequent 
forms  of,  625 
ascospores  in,  625 
chlamydospores  in,  626 
phycomycetes,  623 
morphology  of  (typical),  623-4 
columella  in,  624 
hyphal  branches  in,  624 
mycelial  threads  (non-septate) 

in,  624 
sporangium  in,  624 
spores  in,  624 
morphology  of  sexual  reproduc- 
tion forms  of,  624 
gametophores,  in,  624 
zygospores  in,  624 
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''iMifUNE    body"     in     blood     serum, 
226 
in  Ehrlich's  theory  of  lytic  process  in 
blood  serum,  226 
haptophore  groups  of,  228 
complementophile,  228 
cytophile,  228 
Immunity,  absolute,  190 
acquired,  192 

definition  of,  190,  192 
active,  193 
artificial,  193 
definition  of,  193 

experimentation    with    attenuated 
cultures  for,  193 
with  bacterial  products  for,  195 
with  dead  bacteria  for,  195 
with  sublethal  doses  of  fully  viru- 
lent bacteria  for,  195 
definition  of,  189 
natural,  190 
individual,  191 
of  races,  191 
of  species,  190 
passive,  196 

relation  of,  to  phagocytotic  powers  in 
animals,  279 
Immunization,  blood  the  seat  of,  198 
Incubation  of  cultures,  156 
incubators  in,  158 
gas-pressure  regulators  for,  160 
thermo-regulators  for,  159 
Indigo  production,  bacteria  in,  698 
Individual  immunity,  191 
in  higher  animals,  192 
in  lower  animals,  191 
Indol  production  by  bacteria,  167 
Industries,  bacteria  in,  697 
Infection,  definition  of,  181 
fundamental  factors  in,  181 
paths  of,  183 
inner,  184 
outer,  183 
Infectiousness,  definition  of,  182 
due  to  number  of  bacteria,  182 
due  to  variations  in  virulence,  183 
Influenza,  epidemic  of.  in  1889-90,  528 
organs  attacked  in,  532 


Influenza  bacillus,  528 
bacteria  related  to,  533 
Bacillus  murisepticus,  534 
bacillus  of  pleuro-pneumoniz,  o 
Bacillus  rhusiopathiae,  534 
Koch- Weeks  bacillus,  534 
pseudo-influenza  bacillus,  533 
biology  of,  532 

isolation  and  cultivation  of,  529 
on  agar  and  gelatin,  529 
blood  added  in,  529 
hemoglobin  added  in,  529 
hematogen  added  in,  530 
morphology  and  staining  of,  528 
pathogenicity  of,  532 
in  experimental  inoculation  oi 

mals,  533 
organs  attacked  in,  532 
susceptibility  of  animals  to,  533 
Inhibition,  coefficient  of,  80 
Inhibition  strengths  of  various  an 

tics,  81 
Inoculation  of  animals,  170 
intraperitoneal,  172 
intravenous,  172 
subcutaneous,  171 
Inoculation  of  media,  141 
technique  of  transferring  bacter 

141 
virus  used  in  transferring  bactei 
141 
Insusceptibility  of  cold-blooded  an 

190 
Intravital     method   of     Nakanisl 

study  of  bacteria,  94 
Invasion,  paths  of,  183 
inner,  184 
outer,  183 
Inversion  by  fermentation,  42 
Invertase,  49 

Iodoform  as  disinfectant,  77 
lodin,    tetrachlorid  of,  as   disinfe 

76 
Iron  compounds  in  nutrition  of  ba< 

29 
Isolation  of  bacteria,  142 
early  methods  of,  143 
present  methods  of,  143 
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laoiatioQ  of  bacteria,  present  methods 
of,  EBmaroh  roll  tubes  in,  147 
Koch's  plates  in,  144 
surface  streaking  in,  148 
laolysins,  247 

Israel,  discovery  of  aotinomyoes  of  man 
by,  610 

'^a.ckbom'b  lactose-bile  medium  for  colon- 
typhoid  differentiation,  139 

•tenner's  discovery  of  immunisation  in 
smallpoz  by  vaccinia,  646 

Kataltzesb,  definition  of,  42 

eniymes  and,  analogy  between,  42 
Kef yr,  684 

Ritasato,  discovery  of  Bacillus  tetani  by, 
454 

discovery  of  plague  bacillus  by,  546 
Kitasato  filter,  123 
Rkbe,  discovery  of  diphtheria  bacillus 

by,  504 
Koch,  discovery  of  cholera  spirillum  by, 
572 

discovery  of  tubercle  bacillus  by,  477 
Koch  plates  in  isolation  of  bacteria,  144 
Koch-Weeks  bacUlus,  534 
Koum3rs,  684 

L^ ,  definition  of,  208 

I^,  definition  of,  207 

Lab  ensymes,  46 

Lactase,  50 

Lactic-acid  bacilli  in  therapy  of  gastro- 
intestinal auto-intoxication,  696-7 

Lactic-acid  fermentation,  50 
bacteria  of,  50 
in  milk,  683 

Lactose-bile   medium,    Jackson's,    for 
colon-typhoid  differentiation,  138 

Lactose-litmus  agar,  129 

Laked  blood,  225 

Langenbeck,  discovery  of  Chdium  albi- 
cans by,  629 

Lautenschl&ger's  thermo-regulator,  158, 
159 

Leprolin,  502 

Leprosy,  499 


Leprosy,  bacillus  of,  496,  499 
cultivation  of,  500 
differentiation  of,  from  tubercle  ba- 
cillus by  staining,  106,  500 
inoculation  with,  500,  502 
morphology  of,  499 
occurrence  of,  in  body,  501 
pathogenicity  of,  500 
relation  of,  to  tubercle  bacillus,  502 
staining  of,  499 
toxic  products  of,  502 
clinical  varieties  of,  501 
contagiousness  of,  502 
occiurence  of,  500 

tuberculin  administered  in,  results  of, 
503 
Leptothrix,  607 

morphology  of,  606 
Leuchs'  modification  of  Loeffler's  mala- 
chite-green medium,  137 
Leucocidin  of  Staphylococcus  pyogenes 
aureus,  329 
action  of,  upon  leucocytes,  330 
discovery  of,  329 

leucotoxin  differentiated  from,  331 
obtaining  of,  330 
Leucocyte  extract,  289 
effect  of,  upon  infections  in  animals, 
290 
in  man,  291 
experimentation  with,  291 
obtaining  of,  290 
Leucotoxin,  201,  331 
Liborius'  method  of  anaerobic  cultiva- 
tion of  bacteria,  149 
Light  in  destruction  of  bacteria,  63 
action  of,  64 
resistance  to,  63 
varieties  of,  64 
Lime,  chlorid  of,  as  disinfectant,  76 
Limes  death,  definition  of,  208 
Limes  zero,  207 
Linen,  etc.,  disinfection  of,  85 
von  Lingelsheim,  discovery  of  Diplocoo- 
cus  mucoeus  by,  387 
discovery   of   Micrococcus  pharyngis 
siccus  by,  387 
Lipase,  47 
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Liver    and    gall-bladder,   inflammatory 
conditions    of,    attributed    to    colon 
bacillus,  395 
Lobar    pneumonia,     infectiousness     of, 

352 
Loeffler  and  Schiitz,  discovery  of  glan- 
ders bacillus  by,  520 
Loeffler's  malachite-green  media,  isola- 
tion of  typhoid  bacillus  in  stools  by, 
409 
Loeffler's  method  of    staining  flagella, 

100 
Loeffler's  serum  medium,  131 
Lustgarten,  discovery  of  smegma  bacil- 
lus by,  497 
Lysins,  224 
action  of,  Bordet's  interpretation  of, 
225 
compared  with  Ehrlich's,  225,  228 
summary  of,  228 
Ehrlich's  theory  of,  226 
compared  with  Bordet's,  226 
complement  in,  226 
inmiune  body  in,  226 
formation  of,  226 
haptophore  groups  in,  228 
complcmentophile,  228 
cytophlle,  228 
red  corpuscles  in,  227 
side  chains  or  receptors  in,  226 
over-reproduction  of,  226 
in  blood  scrum,  225 
experinjentation  in,  224 
in  immune  blood  serum,  reactivated 

by  normal  serum,  226 
in  normal  blood  serum,  Bordet's  theory 
of,  225 
alexin  in,  225 

sensitizing  substance  in,  225 
investigation  of,  by  Ehrlich,  226 
Lysol,  78 
Lyssa.     See  Rabies 

Maassen  filter,  124 

MacConkey's   bile-salt  agar,   for  colon- 
typhoid  differentiation,  138 
Macrophages,  definition  of,  276 
Madura  foot.     See  Mycetoma 


Malachite-green    media,    for    colon-ty- 
phoid differentiation,  136 
bouillon,  137 
Loeffler's,  for  isolation  of  typhoiJ 

bacillus  in  stools,  409 
Leuchs'    modification  of  Loeffler'^ 
137 
Malignant  edema,  bacillus,  of  466 
cultivation  of,  468 
early  investigation  of,  467 
immunity  in,  469 
morphology  of,  467 
pathogenicity  of,  468 
staining  of,  468 
Mallein,  524 
action  of,  525 
diagnostic  use  of,  525 

directions  of  U.  S.  government  for. 
526 
obtaining  and  preparation  of,  525 
Malta  fever,  524 
Maltase,  50 
Maragliano's    serum    for    tuberculosis, 

492 
Marchiafava    and    Celli,    discovery  of 

meningococcus  by,  371 
Marmorek's     serum     for     tuberculosis, 

493 
Measles,  661 
investigation  for  virus  of,  661 
by  Hektoen,  661 
by  Home,  661 
Meat,  determination  of  nature  of,  by 
precipitin  tests,  254 
used  for  culture  media,  115 
soluble,  116 
Meat  extract,  116 
Meat-extract  agar,  127 
Meat-extract  broth,  124 
Meat-extract  gelatin,  126 
Meat-infusion  agar,  128 
Meat-infusion  broth,  124 
Meat-infusion  gelatin,  127 
Meat-poisoning  bacilli,  429,  473 
Meningitis,  microorganisms  causing,  371 
primary,  371 
secondary,  371 
serum  therapy  of,  378 
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Meningococcus.    See  Micrococcus  intra- 

cellularis  meningitidis 
Metachromatic  granules,  11 
Metacresol  as  disinfectant,  77 
Metchnikoff 's  tlierapy  of  gastrointestinal 
auto-intoxication  by  means  of  Bacil- 
lus bulgaricus,  696-7 
by  means  of  lactic-acid  bacilli,  697 
"Microbe  de la  coqueluche,"  535 
Micrococci,    321.     See    also    Staphylo- 
cocci 
Micrococcus,  37 
Micrococcus  catarrhalis,  385 
differentiation   of,   from    gonococcus, 
386 
from  meningococcus,  386 
Micrococcus  intracellularis  meningitidis, 
371 
cultivation  of,  374 
oxygen  in,  375 
viability  of  organism  in,  375 
differentiation   of,   from  Micrococcus 

catarrhalis,  386 
early  observation  of,  371-2 
immunization  against,  378 

agglutinins    in    immune    sera    in, 
378 
modes  of  inoculation  of,  377 
morphology  of,  373 
pathogenicity  of,  376 
in  animals,  377 
in  man,  376 
pseudomeningococcus      differentiated 

from,  379 
resistance  of,  376 
staining  of,  374 

susceptil)ility  of  animals  to,  377 
\nability  of,  375 
Micrococcus  nielitensis,  542 
cultivation  of,  542 
morphology  and  staining  of.  542 
Micrococcus  phar>'ngis  siccus,  387 
Micrococcus  tetragon  us,  333 
cultivation  of,  333 
pathogenicity  of,  333 
Microorganisms,  discovery  of,  1 

pathogenic,  321 
Microphages,  definition  of,  276 


I 


Microscopic  study  of  bacteria,  93 
in  fixed  preparations,  94 

process    of,    94.     See    also    under 
Staining 
in  living  state,  93 

by  hanging  block  method,  94 

by  hanging  drop  method,  93 

by  intravital  method  of  Nakanishi, 
94 
Microspira,  37 
Microsporon  furfur,  627 
clinical  picture  of  infection  of,  627 
cultivation  of,  628 
morphology  of,  627-8 
Milk,  alcoholic  fermentation  in,  684 
anthrax  bacilli  in,  689 
bacteria  in,  681 

butter  a  means  of  transmitting,  693 

butter-making  aided  by,  692 

cheese-making  aided  by,  693 

numl)ers  of,  682 
estimating  of,  691 

propagation  of,  682 

sources  of,  681 

under    ordinarily    hygienic    condi- 
tions, 681 

varieties  of,  683 
"bitter,"  685 

butyric-acid  fermentation  in,  684 
certified,  683 
cholera  traced  to,  687 
coagulation  of  casein  in,  684 
color  changes  in,  685 
diarrheal  diseases  traced  to,  687 
diphtheria  traced  to,  687 
foot-and-mouth  disease  virus  in,  688 
lactic-acid  fermentation  in,  683 
pasteurization  of,  691 
pus  cells  and  leucocytes  in,  688 
relation  of,  to  infectious  diseases,  685 
scarh»t  fever  traced  to,  686 
"slimy."  685 
streptococci  in,  687 
supervision  of  supply  of,  682 
tulwrcle  bacilli  in,  689 

infection  from,  690 

precautions  against,  690 
dairy  inspection  in,  690 
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Milk,    tubercle    bacilli   in,    precautions 
against,  tuberculin  test  of  cows 
in,  690 
transmission  of,  from  cow,  689 
typhoid  fever  epidemics  traced  to,  685 
Milk  media,  130 
MiUbrand,  553 

Moeller's  method  of  staining  spores,  98 
Moitessier's  gas-pressure  regulator,  169 
Molds.     See  Hyphomycetes 
Morax-Axenfeld  bacillus,  538 
cultivation  of,  538 
morphology  and  staining  of,  538 
pathogenicity  of,  539 
Motility  of  bacteria,  14 
by  flagella,  14 
Brownian,  14 

effect  of  temperature  on,  15 
molecular,  14 
organs  of,  13 
true,  14 
Mucorins,  reproduction  in,  623-4 
Muguet.    See  Thrush 
Multiplicity  of  amboceptors  in  normal 
sera,  241 
of  complement  in  normal  sera,  242 
Mycetoma,  clinical  picture  of,  615 
granules  in,  615 
melanoid,  615 

cultivation  of,  615-16 
morphology  of,  615 
ochroid,  615 
Mycomycetes,  623 

Nakanishi,  ''intravital''  staining  method 

of,  in  study  of  bacteria,  94 
Negri  bodies  in  central  nervous  system  in 
rabies,  636 

demonstration  of,  637 

diagnosis  of  rabies  by,  638 

explanation  of,  638 

staining  of,  108 
Neisser,  discovery  of  Diplococcus  gon- 
orrhfieaj  by,  380 

discovery  of  lepra  bacillus  by,  499 
Nephrotoxin,  201 
Neufeld    and    Rimpau's    discovery    of 

opsonic  substances,  282 


Neurotoxin,  201 

Neutral-red  medium  for  colon-typb 

differentiation,  139 
"  New  tubercuUn  "  (Koch),  486 
''New    tuberculin-bacillary  emulsio 

487 
Nitrate-solution  broth,  126 
Nitrifying  bacteria,  57 

action  of,  58 

agricultural  importance  of,  58 
Nitrogen  fixation  by  bacteria,  54 
microorganism  of,  54 

in  root  tubercles,  55 
experimentation  on,  56 
microorganism  of,  55 
process  of,  56 

in  soil,  54 
Nitrogen  in  nutrition  of  bacteria,  28 

sources  of  supply  of,  28 
Noguchi's  modification  of  Wasaenr 

test  for  syphilis,  270 
Novy  jar,  154 
Nucleus  in  bacterial  cell,  10 
Nutrient  media.     See  Culture  medu 
Nutrition  of  bacteria,  25 

carbon  in,  25 

hydrogen  in,  28 

nitrogen  in,  25 

oxygen  in,  25 

salts  in,  29 

Obbrmeier,    discovery    of   spiroc 

of  relapsing  fever  by,  593 
Obligatory  aerobes,  25 
Obligatory  anaerobes,  26 
Oidium  albicans,  628 
discovery  of,  629 
morphology  of,  629 
varieties  of,  629 
"Old  tuberculin"  (Koch).  485 
Opium  production,  bacteria  in,  698 
"Opsonic  coefficient  of  extinction, 
Opsonic  index,  finding  of,  286 
Opsonic  test,  Wright's,  284 

obtaining  of  bacterial  emulsio 
284 
of  blood  serum  for,  284 
of  leucocytes  for,  284 
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Opsonic  test,  Wright's,  opsonic   index 
in,  finding  of,  286 
parallel    control    test    on    normal 
serum  in,  285 
"pool"  m,  285 
technique  of,  284 
Simon,  Lamar  and  Bispham's   tech- 
nique of,  286 
dilutions  in,  286 

opsonic  coefficient  of  extinction  in, 
286 
Opsonins,  281 

decrease  of  phagocytic   power  upon 
introduction   of   bacteria   without, 
•282 

definition  of,  282 

increase  of  phagocytic  power  upon  in- 
troduction of,  283 
Neuf eld  and  Rimpau's  discovery  of,  282 
normal  and  immune,  282-3 
specificity  of,  282 
structure  of,  according  to  Hektoen  and 

Ruediger,  283 
Wright's  test  of.     See  Opsonic  test 
Wright's  theory  of,  282 
Orthocresol  as  disinfectant,  78 
Osmotic  properties  of  bacterial  cell,  23 
Oxydases,  50 
Oxygen  as  disinfectant,  86 
in  development  of  bacteria,  25 
free,  26 

absence  of,  26 
indirect  supply  of,  26 
in  nutrition  of  bacteria,  25 
Ozone  as  disinfectant,  86 

Paltauf's  modification  of  Gram's  stain, 

103 
Pancreascytotoxin,  201 
Paper  used  in  filtering  culture  media,  121 
Paracolon  bacillus,  430 
Paracresol  as  a  disinfectant,  78 
Parasites,  bacterial,  29 
facultative,  30 
media  for  growth  of,  29 

definition  of,  182 

infectiousness  of,  182 

pathogenicity  of,  182 


Passive  inmiunity.    See  under  Immunity 

Passive  immunization,  definition  of,  196 

Pasteur,  discovery  of  bacillus  of  chicken 

cholera  by,  544 

discovery   of   bacillus    of   malignant 

edema  by,  466 
discovery  of  Diplococcus  pneumonia 

by,  353 
technique  of,  in  rabies  therapy,  639 
Pasteurization  of  milk,  691 
Pathogenic  bacteria,  182,  321 
Pathogenicity,  fundamental  factors  of, 
181 
of  bacteria,  182 
Penicillium,  reproduction  in,  625 
Pepton-salt  solution  broth,  126 
Pericardial  exudates,  bacteriological  ex- 
amination of,  175 
Peritoneal  exudates,  bacteriological  ex- 
amination of,  175 
Peritonitis  following  perforation  attrib- 
uted to  colon  bacillus,  394 
Perlsucht,  493 

Permanganate  of    potassium  as  disin- 
fectant, 76 
Pernicious  anemia  and  Bacillus  aftrogenes 

capsulatus,  177 
Peroxid  of  hydrogen  as  disinfectant,  76 
Petri  dish,  115,  144 
Petruschky,  discovery  of  Bacillus  fecalis 

alkaligenes  by,  426 
PfeifTer,  discovery  of  influenza  bacillus 
by,  528 
discovery  of   Micrococcus  catarrhalis 

by,  385 
discovery  of   pseudo-influenza  bacil- 
lus by,  528 
Phagocytic  index,  286 
Phagocytosis,  275 
cells  active  in,  276 
"fixed,"  276 
macrophages,  276 
microphages,  276 
"wandering,"  276 
cells  of  animal  origin  in,  278 
chemotaxis  in,  277 
complement  or  "  cytase  "  in,  279 
definition  of,  275 
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Phagocytosis,  dcp>CD(lencc  of,  on  opso- 
nins, 281-2 
diminution  of,  ui)on  introduction  of 
bacteria    without    o(>sonic     serum, 
282 
immune  body  or  "  fixator  "  in,  279 
immunity  and,  279 
in  higher  animals,  276 
in  protozoa,  275 

increase    of,    upon    the    introduction 
of    opsonic    substances    in    serum, 
282 
macrophages  in,  276 
MetchnikofT*s  theory  of,  276 

opposition  to,  279 
microphages  in,  276 
process  of,  in  the  body  upon  introduc- 
tion of  bacteria,  277 
upon    introduction    of    nutrient 
broth,  276 
susceptibility  of  various  microorgan- 
isms to,  278 
variety  of  phagocyte  in,  determined  by 
the  bacterium,  278 
Phenol  production  by  bacteria,  167 
Phosphates  in  the  nutrition  of  bacteria, 

29 
Phosphorescence  produced  by  bacteria, 

59 
Phragmidiothrix,  38 
Phycomycetes,  623 
Pigment,  formation  of,  by  bacteria,  59 
chemical  nature  of,  59 
cultural  conditions  on,  60 
Piorkowski's  urine  gelatin  for  colon-ty- 
phoid differentiation,  134 
Pityriasis  versicolor,  627 
clinical  pictiuxj  of,  627 
microorganism    causing. 

sjjoron  furfur 
occurrence  of,  627 
Plague,  baoilliLs  of,  546 
biology  of,  549 
degeneration  forms  of,  20 
immunization  against,  551 

active,  552 
isolation  and  cultivation  of.  548 
mori)hology  of,  547 


I 


I 


See    Micro-    ! 


Plague,  bacillus  of,  pathogenicity  of,  549 
resistance  of,  549 
staining  of,  548 
transmission  of,  551 
toxins  of,  551 
epidemics  of,  546 
in  animals,  550 
inoculation  in,  550 
spontaneous  infection  in,  551 
in  man,  549 

autopsy  findings  in,  550 
bacteriological  diagnosis  of.  in  life, 

550 
infection  in,  549,  550 
localized  form  of,  549,  550  • 

pneumonic  fonn  of,  550 
transmission  of.  551 
Planococcus,  37 

Planosarcina,  37  • 

Plasmolysis  of  bacterial  cell,  23 
Plasmoptysis  of  bacterial  cell,  24 
Plating  in  isolation  of  bacteria,  143 
Pleural  exudates,  bacteriological  exami- 
nation of,  175 
Pleuro-pneumonia,  organism  of,  534 
Pneumobacillus.     See  Bacillus  mucosas 

capsulatus. 
Pneumococcus,  discovery  of,  7 
Pneumococcus.     See  Diplococcus  pneu- 
monia; 
Pneumonia,  complications  of,  362 

lobar,  infectiousness  of,  352 
Poisons,  bacterial.     See   Bacterial    poi- 
sons 
Polar  bodies,  1 1 

special  stains  for.  107 
Poliomyelitis,  acute  anterior,  651 
immunity  in,  65«3 
infectiousness  of,  651 
inoculation  of  animals  with  spinal 
substance  of,  651 
by  Flexner  and  Lewis,  652,  653 
by  Knoepfelmacher,  652 
by  Landsteiner  and  Levaditi.  652 
by  Landsteiner  and  Popper,  652 
resistance  of  virus  of,  653 
Polychrome  stains  in  staining  of  bac- 
teria, 107 
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Potassium   permanganate   as  disinfect- 
ant, 76 
Potato  media,  130 

glycerin,  130 
Pour  plate,  technique  of  making,  145 
Precipitin  tests,  252 

bacterial  filtrates  for,  254 

technique  of,  255 
determining     nature     of    meat     by, 

254 
precipitating  anti-sera  for,  252 
against  albumin  solutions,  253 
technique  of  production  of,  252 
proteid    solutions    to    be    tested   by, 
254 
Precipitins,  200,  235 
agglutinins   and,   structure  of   (Ehr- 
lich),  238 
cell-receptors  in,  238 
theoretical  considerations  concern- 
ing, 238 
bacterial  differentiation  by,  237 
differentiation  of   proteids    by,    237, 

254 
distinguishing  blood  of  animal  species 

by,  237 
effect  of  heat  on,  236 
experimentation  in,  235 
group  reaction  of,  237 
nature  of,  236 
specificity  of,  237 
Proagglutinoids,  235 
Proteid   differentiation   by  complement 
fixation,  273 
substanct^s  necessary  for,  273 
techni(iue  of,  274 
by  j>recipitiii.s,  237,  254 
Proteid  injections,  anaphylaxis  in,   295. 

See  also  Anaphylaxis 
Proteids  in  bacterial  cell,  22 
Proteins,  bacterial,  186 
Proteolytic  enzymes.  43 
action  of.  44 

in  breaking  douii    animal   excreta, 

bacteria  pro<lucing,  44 
proteids  necessary  to,  44 
ptomaiiLs  produced  by,  45 


Proteus  group,  bacilli  of,  452 
cultivation  of,  452 
morphology  and  staining  of,  452 
occurrence  of,  452 
pathogenicity  of,  453 
Protozoa,  and    bacteria,  differentiation 
of,  1 

staining  of,  108 
Pseudo-dysentery  bacillus,  435,  436 
Pseudo-influenza  bacillus,  533 
Pseudo-membranes  in  diphtheria,  510 
Pseudomeningococcus,  379 
Pseudomonas,  37 
Ptomains,  45,  185,  306 

bacterial  poisons  and,  185 

discovery  of,  185 

occurrence  of,  185 

toxins  distinguished  from,  45 

varieties  of,  45 
Pus,  bacteriological  examination  of,  175 
Pus  cells  and  leucocytes  in  milk,  688 
Putrefaction,  action  of,  44 
Putrefactive  bacteria,  quantitative  an- 
alysis of,  21 
Putrt»scin,  45 
Pyemia,  definition  of,  184 
Pj'ocyanjise,  570 

imnumizing  powers  of,  570 
Pyocyanin,  568 
IVocvanolvsin,  571 
Pyrogallic  acid,  use  of,  in  cultivation  of 

anaerobic  bacteria,  152 

Rabies.  6:M 
course  of,  635 
in  animals,  635 
in  men,  6Ii6 
diagnosis   of,   by    presence    of    Negri 
bodies  in  central  nervous    system. 
(>36-638 
exjjerimental  infection  of,  ()34 
incubation  in,  6.35 

Negri  bodies  in  central  nervoiLs  sys- 
tem of,  636 
demonstration  of,  637 

by  van  Gieson's  method,  6.37 
by  Williams  and  Lowden's  meth- 
od, 638 
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Rabies,  Negri  bodies  in,  demonstration 
of,  staining  in,  637 
Mann's  method  of,  637 
diagnosis  by,  636-8 
occurrence  of,  634 
pathology  of,  636 

specific  therapy  of   (Pasteur's   tech- 
nique), 639 
attenuation  and  preparation  of  virus 

fixe  in,  639 
inoculation  of  rabbits  with  virtu  fixe 

in,  639 
spinal  cord  of  inoculated  rabbits  in, 
desiccation  of,  640 
emulsification  of,  641 
treatment  of  cases  with  injections 
of  spinal-cord  solution  in,  641 
HOgyes  dilution  method  in,  643 
scheme  of,  used  at    Pasteur  In- 
stitute, 641- 
used  in  New  York  Department 
of  Health,  642 
virulence  of  virus  of,  635 
Racial  immunity,  191 
"  Rage."     See  Rabies 
Rauschbrand.     See  Bacillus  of  sympto- 
matic anthrax 
Receptors    of    toxin    molecule  in  side- 
chain  theory,  213 
chemical  action  of,  213 
over-production  of,  214 
Red  blood  cells,  antibodies  produced  by, 

200  I 

Reducing  powers  of  bacteria,  167  i 

Refractive  index  of  parts  of  bacterial    | 

wll,  24 
Reichel  filter,  122 

Rei chert's  thermo-regulator,  158,  159 
Relapsing  fever,  593 
immunity  in,  599 
symptoms  of,  597 
transmission  of,  598 
varieties  of,  597 
Relapsing  fever  spirochete,  593 
cultivation  of.  594 
morphology  and  staining  of,  593 
pathogenicity  of,  595 
in  animals,  595 


Relapsing  fever  spirochsete,  patho^i- 
city  of,  in  man,  597 
symptoms  of,  597 
transmission  of,  598 
varieties  of,  597 
Reproduction  of  bacteria,  17 
Resistance,  definition  of,  189 
Rhinosderoma,  bacillus  of,  449 
Ricin,  experimentation  with,  204 
Ringworm,  631 
Root  tubercles,  55 
microorganism  of  nitrogen  fixation  in, 
55 
Roux's  method  of  anaerobic  cultivation 
of  bacteria,  149 

Sacchromtcetes.  See  Yeasts  and  Yeast 

cells 
Salts  in  nutrition  of  bacteria,  29 
Saphrophytes,  bacterial,  29,  30 

definition  of,  182 
Sarcina,  37 
Sarcophysematos  bovis.     See  Bacillus  of 

symptomatic  anthrax  * 
Scarlatina.     See  Scarlet  fever 
Scarlet  fever,  662 

favorable   influence  of  streptococcus 
antisera  in,  662 

streptococci  present  in,  662 

traced  to  mi^,  686 
Schaudinn  and  Hoffmann,  discovery  of 

Spirochete  pallida  by,  585 
Schisomycetes,  37 
Schweineseuche,  545 
Scorpion  poison,  antitoxin  for,  199 
"  SensibUisin,"  302 
''SensibUisinogen."  302 
Septicemia,  definition  of,  184 

diagnosis  of,  by  isolation  of  bacteria 
from  the  blood,  178 

due  to  colon-bacillus  infection,  394 

hemorrhagic.     See  Hemorrhagic  sep- 
ticemia 
Serum  media,  131 

Loeffler's,  131 
Serum    reactions,    technique    of,    249. 
See  also  under  individual  tests 
agglutination  tests  in,  250 
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Serum  reactioiiB,  antigen  detennined  in, 
by  complement  fixation,  271 
for  typhoid  fever,  271 

obtaining  of  material  for,  271 
test  in,  272 
bactericidal  and  bacteriolytic  tests 

in,  255 
complement  fixation  in,  for  deter- 
mination of  antibodies,  261 
for  determination  of  antigen,  271 
for  proteid  differentiation,  273 
hemolytic  tests  in,  259 
precipitin  tests  in,  252 
proteid  differentiation  by  comple- 
ment fixation  in,  273 
substances  necessaiy  for,  273 
test  in,  274 
Wassermann  test  in,  262 
modifications  of,  268 
"Serum  sickness,"  296 
Serum   water   media   for  fermentation 

tesU,  132 
Shiga,  discovery  of  dysentery  bacillus  by, 

433 
Shiga's  baciUus,  433 

cultural  characteristics  of,  434 
morphology  of,  433 
Side-chain    theory    of    toxin-antitoxin 
reaction,  212 
chemical  action  in,  213 
elements  of  molecules  iif,  213 
atom  group,  213 
side  chains  or  receptors,  213 
over-production  of  receptors  in,  214 
Side  chains,  action  of,  in  Ehrlich's  theory 
of  lytic  process  in  blood  serum,  226 
Slanting  of  culture  media,  123 
"  Slimy  "  milk,  bacteria  causing,  685 
Smallpox,  644 

etiological  factor  of,  644 
immunization  in,  645 
by  vaccination,  646,  650 
Jenner's  discovery  of,  646 
technique  of,  650 
value  of,  650 
production  of  vaccine  for,  647.     See 
also  under  Vaccine 
occurrence  of,  644 

47 


Smallpox,  protoBoan  incitant  of,  research 
for,  644 
relation  of  chicken^)ox  to,  647 
relation  of  cowpox  to,  646 
transmission  of,  645 
vaccine  bodies  in,  discovery  of,  644 
explanations  for,  645 
Swing's,  645 
Smegma  bacillus,  496,  497,  584 
cultivation  of,  498 
morphology  of,  497 
occurrence  of,  497 
staining  of,  498 

identification  of  bacillus  by,  498 
tubercle  bacillus  and,  differentiation 
between,  by  stains,  106 
Smith's  modification  of  Pitfield's  method 

of  staining  flagella,  101 
Snake  poison,  antitoxin  for,  199 
Soil,  bacteria  in,  667 

from  burial  of  infected  cadavers,  669 
in  agricultural  regions,  667 
numerical  estimation  of,  669 
pathogenic,  in  surface  layers,  668 
Solutions,    saturated,    for    staining    of 
bacteria,  95 
staining-power  of,  96 
Soor.     See  Thrush 
Species  immunity,  190 

differences  in,  190 
Specific  gravity  of  forms  of  bacterial 

ceU,  24 
"Specific  precipitates,"  236 
Spider  poison,  antitoxin  for,  199 
Spinal  fluid,  bacteriological  examination 

of,  176 
Spirillacese,  37 
Spirillum,  38 

description  of,  9 
Spirilliun  cholerse  asiaticse.      Sec  imder 

Cholera 
Spirillum  Deneke,  581 
Spirillum  of  Finkler-Prior,  531 
Sprillum  Massaua,  580 
Spirillum  Metchnikovi,  580 
Spirochsete,  38 
Spirochaete  anserina,  605 
Spirochsete  Duttoni,  598 
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Spirochsete  gallinurum,  603 
immunization  against,  605 
similarity  of,  to  Spirochsete  anserina, 

605 
transmission  of,  604,  605 
Spirochsete  of  relapsing  fever.     See  Re- 
lapsing fever,  spirochsete  of 
Spirochsete   of    Vincent's    angina.     See 

Vincent's  angina,  spirochsete  of 
Spirochsete  pallida,  583 

animal  pathogenicity  of,  591 
cultivation  of,  590 
demonstration  of,  586 
in  living  state,  586 
in  smears,  587 
by  India-ink  preparation,  588 
by  Goldhom's  method  of  stain- 
ing, 588 
by   Schaudinn   and    Hoffmann's 

method  of  staining,  587 
by  Wood's  method  of  staining, 
588 
in  tissues,  588 
by  Levaditi's  method,  589 
by    Levaditi    and    Manouelian's 
method,  589 
immunization  against,  592 
active,  592 
pjLssive,  593 
morjihology  of,  585 
observation  of.  586-7 
occurrence  of,  in  8yj)hili8  cases,  585-6 
staining  of,  108 
Spirocha'te  pertenuis,  603 
morphology  of,  603 
similarity  of,  to  Spirochsete  pallida,  603 
'' Spirocha^te  refringens,"  585 
Spirocha'tes,  cultivation  of,  583 

differentiation  of,  from  spirilla.  583 
diseases    caused    by,    582.     See    also 

under  specific  names 
reproduction  in,  582 
structure  of,  582 
Spirosoma,  37 

Spore  stains  in  staining  of  bacteria,  97 
Spores,  bacterial.  I.') 
formation  of,  15 
germination  of,  17 


Spores,  bacterial,  position  of,  17 
varieties  of,  16 
arthrospores,  16 
true  or  endospores,  16 
vegetative  forms  from,  17 
Sporulation,  physiological  significance 
17 
process  of,  16 
Sputmn,  disinfection  of,  84 
Stable  antitoxin,  206 
Staining  of  bacteria,  chemical  princip 
in  process  of,  96 
acid-fast  bacteria  stains,  104 
Baumgar ten's  method,  106 
Bimge  and  Trautenroth's  metb 

106 
Ehrlich's  method,  104 
Gabbet's  method,  105 
Pappenheim's  method,  106 
Ziehl-Neelson  method,  105 
capsule  stains,  98 
Buerger's  method,  99 
Hiss'  methods,  98 
copper  sulphate,  98 
potassium  carbonate,  98 
Wadsworth's  method,  99 
Welch's  method,  98 
differential  stains,  102 
Gram's  method,  102 
cla.ssification  by,  104 
Paltauf 's  mollification  of,  K 
'Jagella  .stains,  1(X) 
van  Ermengem's  method,  101 
Loeffler's  method.  KM) 
Smith's  modification  of  FitfieL 
method,  101 
|)olychromc  stains.  107 
Giemsa's  method,  108 
Jenner'a  method.  lOS 
Wright's   modification    of   Ia-'v. 

man's  method,  108 
Woo<l's  method,  109 
.special  stains  for  jjolar  Ixxlies.  107 
Neisser's  method,  107 
Roux'a  method,  107 
spore  stains.  97 

Abbott's  methotl.  97 
Moeller's  methoil,  98 


INDEX    OF    SUBJECTS 


739 


Staining  of  bacteria,  chemical  principles 
in  process  o\   staining  in  tis- 
sues, 110 
for  actinomyces  in  sections,  1 12 
for  Gram-positive  bacteria,  111 
Gram-Weigert  method,  111 
in  celloidin  sections.  111 
in  paraffin  sections.  111 
for  tubercle  bacilli  in  sections,  112 
in  celloidin  sections,  112 
in  paraffin  sections,  112 
Loeffler's  method,  112 
saturated  solutions  used  in,  95 
staining  solutions  in,  power  of,  96 
steps  in  process  of: 

(1)  smearing,  94 

(2)  drying,  95 

(3)  fixing,  95 

(4)  staining,  95 

(5)  washing,  95 

(6)  blotting,  95 

(7)  mounting.  95 
Standardization  of  diphtheria  antitoxin, 

218 
of  tetanus  antitoxin,  221 
Staphylococci,    321.     See    also     uiuUr 

individual  staphylococci 
definition  of,  321 
in  feces,  177 
Staphylococcus  cpidcrmidis  albus,  332 
Staphylococcas  pyogenes  albus.  3.32 
Staphylococcus  pyogenes  aureus,  322 
cultural  characters  of,  323 
immunization  against,  331 

active,  332 

agglutinins  in.  331 
modes  of  inoculation  with,  327 
morphology'  of,  322 
pathogenicity  of,  326 

in  animals,  327 

in  man,  327 
pigment  formation  of.  325 
resistance  of.  325 

to  chemicals,  326 

to  desiccation,  326 

to  heat  and  cold,  325 
staining  of.  322 
susc(?ptibility  of  animals  to,  326 


Staphylococcus    pyogenes  aiureus,   sus- 
ceptibility of  man  to,  327 
thermal  death  point  of,  325 
toxic  products  of,  328 
endotoxins,  328 
hemolysins,  328 

leucocidin,    329.     See    also    under 
Leucocidin 
virulence  of,  326 
Staphylococcus  pyogenes  citreus,  332 
Steam  in  sterilization,  67 
Uve,  69 
saturated,  68 
superheated,  68 
Stegomyia  fasciata,  659 
Sterilization  of  culture  media,  121 
filtration  in,  122 
heat  in,  121 
Sternberg,     discovery    of     Diplococcus 

pneumonise  by,  353 
Stimulins,  281 

Streaking,  surface,  in  isolation  of  bac- 
teria, 148 
••Street  virus,"  635 
Streptococci,  37,  336 

capsulated,  description  of  organbms 

reported  as,  367-369 
classification  of,  349 
by  carbohydrate  fermentation  pow- 
ers, 350 
by  reactions  to  immime  sera,  350 
morphological,  349 
Streptococcus   longus   seu  erysi- 

pelatos  in,  349 
Streptococcus  minor  seu  Wridans 

in,  350 
Streptococcus  mucosus  in,  350 
definition  of,  336 

differentiation  of,  from  pnemnooocci, 
357,  367 
cultural,  368 
morphological,  367 
infe«?s,  177 
in  milk,  687 
preparation  of,  for  agglutination  test, 

251 
[>yogenic.     See     Streptococcus    pyo- 
genes 
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Btreptoooccus  erysipelatis,  343 
Streptococcus  longus    aeu   erysipelatos, 

349 
Streptococcus  mitior  seu  viridans,  350 
Streptococcus  mucosus,  350,  351 
Streptococcus  pyogenes,  336 
brevis,  338,  339 
cultivation  of,  338 
early  experimentation  with,  336 
immunization  against,  346 
immune  sera  of  infected  animals  in, 
347 
agglutinins  in,  348 
precipitins  in,  349 
specificity  of,  348 
standardisation  of,  348 
leucocyte  extracts  in,  348 
technique  of,  347 
longus,  338 

modes  of  inoculation  with,  342 
in  animals,  342 
in  man,  343 
morphology  ofj  338 
pathogenicity  of,  341 
in  animals,  342 
in  man,  343 
resistance  of,  341 
staining  of,  338 

susceptibility  of  animals  to,  342 
toxic  products  of,  344 
endotoxins,  345 
hemolysins,  345 
vinilence  of,  341 
Streptothrix,  38,  607 
cultivation  of,  609 
morphology  of,  607,  609 
Sublethal  doses  of  virulent  bacteria  in 

active  immunization,  195 
Sugar-free  broth,  125 
Sulphates  in  nutrition  of  bacteria,  29 
Sulphur  bacteria,  60 
physiology  of,  61 
spectroscopic  examination  of,  61 
varieties  of,  60 
Sulphur  dioxid  as  disinfectant,  86 
Sulphuretted  hydrogen.     See  Hydrogen 

sulphid 
Suprarenal  cytotoxin,  201 


Swine-plague  bacillus,  545 

differentiation   of,    from    hog-cholera 
bacillus,  546 

immunization  against^  545 

morphology  of,  545 

pathogenicity  of,  545 
Symbiosis  of  bacteria,  31 
Symptomatic  anthrax,  bactlhia  of.    Sec 

Anthrax,  symptomatic 
Syphilis,  583 

microoiiganism    of.      See    Spirochsti 
pallida 

Tanning  of  hides,  bacteria  in,  G98 
Temperature,    attained    by    applicatior 
of  various  degrees  of  pressure,  72 
effect  of,  on  activity  of  bacteria,  15 
high,  34 
low,34 
relation  of,  to  bacteria,  31 
maximum,  32 
minimum,  32 
optimum,  32 
to  cultures  with  spores,  33 
to  vegetative  forms,  33 
"Tetanolysin,"  205,  461 
"Tetanospasmin,"  461 
Tetanus  antitoxin,  220 
production  of,  220 
horses  used  in,  221 
technique  of,  221 
toxin  for,  220 
standardization  of.  222 
unit  of  (Society  of  American  Bacteri 
ologists),  222 
Tetanus  bacillus,  454 

autopsy    findings    in    infections     of 

458 
biological  characteristics  of,  456 
cultivation  of,  456 
distribution  of,  455 
early  observation  of,  454 
favorable  conditions  for  growth  of,  45' 
incubation  of,  458 
isolation  of,  by  Kitasato,  454 
morphology  of,  454 
pathogenicity  of,  457 
following  wounds,  458 
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Tetanus  bacillus,  pathogenicity  of,  rela- 
tion of  spores  to,  457 
resistance  of,  457 
staining  of,  455 
toxita  of,  458 

central  nervous  system  attacked  by, 
461 
mode  of  reaching,  461 
incubation  period  of,  461 
isolation  of,  459 
by  chemical  reaction,  460 
by  filtration,  459 
by  precipitation,  459 
production  of,  459 
resistance  of,  460 
strength  of,  460 

susceptibility  of  animals  to,  460 
Thermal  death  points,  34 
Thermo-regulators  for  incubators,  159 
Lautenschager's,  158,  159 
Reichert,  158,  159 
Thiothrix,  38 
Thrush,  629     ' 

microorganism  causing,  629 
Timothy,  bacillus  of,  496 
Tissue  sections,  method  of  staining,  111 
Gram-Weigert,  111 
in  celloidin  sections.  111 
in  paraffin  sections.  111 
staining  of  bacteria  in,  110 
Titration  of  culture  media,  117 
color  indicator  in,  117 
process  of,  117 

for  alkaline  media,  118 
reaction  of,  117 
adjustment  of,  119 
Tobacco  industry,  bacteria  in,  697 
Torula?,  617 

Toxin,  constitution  of  (Eriich),  210 
graphic  form  of  (Ehriich),  211 
\'icws  of  Arrhenius  and  Madsen  on. 
212 
diphtheria.     See     under     Diphtheria 

toxin 
endotoxin  distinguished  from,  186 
epitoxoid  in,  208 

in  side-chain  theory,  cell-nutrition  in, 
213 


I   Toxin,   in  side-chain  theory,   chemical 
action  of,  213 
elements  of,  213 
atom  group,  213 
side  chains  or  receptors,  213 
over-production  of  receptors  in,  214 
molecule    of,   haptophore   group    in, 
207 
toxophorc  group  in,  207 
partial  absorption  of,  209 
standardization  of,  207 
Limes  death  in,  208 
Limes  zero  in,  207 
time  changes  in,  206 
toxoid  form  of,  207 
protoxoids  in,  209 
syn toxoids  in,  209 
toxon  and,  difference  in  action  of,  209 
toxon  in,  209 

valency  of  antitoxin  for,  210 
used    for    production    of    diphtheria 
antitoxin,  216 
Toxin-antitoxin  reaction,  203 
side-chain  theory  in,  212 
summary  of,  215 
theories  as  to  process  of,  203 

by    destruction    of    toxin    by    its 

specific  antitoxin,  203 
by  direct  union  of  toxin  and  anti- 
toxin, 203 
through  mediation  of  tissue  ceUs, 
203 
time  element  in.  204 
Toxin  solution,  normal,  205 
Toxin  unit,  205 
Toxins,  185 

compared  with  pigments,  186,  309 
sumnuiry  of,  305 
Toxoid  form  of  diphtheria  toxin,  207 
Toxoids,  varieties  of,  209 
epitoxoi<i  form  in,  208 
protoxoids,  209 
syntoxoids,  209 
Toxon,  in  diphtheria  toxin,  209 

toxin  an<l.  difTercnce  in  action  of,  209 
Toxon  mok'cule,  209 

hapto[)hore  group  in,  209 
toxophore  group  in,  209 
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Toxophore  group  in  toxin  molecule,  207 

in  toxon  molecule,  209 
Trichomycetes.     See    Chlamydobacteri- 

acese 
Trichophyton  tonsurans,  631 
cultivation  of,  633 
demonstration  of,  632 
mori)hology  of,  632 
occurrence  of,  631 
Tricresol,  78 
Trillat  autoclave,  87 
Tubing  of  culture  media,  121 
"Typhoplasmin,"  416 
Typhoid  bacillus.     See  under  Typhoid 

fever 
Typhoid  fever,  bacillus  of,  399 

biological  conditions  favorable  to, 

403 
cultivation  of,  399 
differentiation    of,    from    Bacillus 
fecalis  alkaligenes,  427 
from    meat-poisoning  and  para- 
typhoid bacilli,  428 
discovery  of,  7,  399 
immunization   against.     See  under 

Typhoid  fever,  immimization  in 
in  blood  during  disease,  405 
obtaining  cultures  of,  405 
in  feet's,  177 
in  gall-bladder,  411 
in  rose  spots,  412 
in  sputum,  412 
in  stools,  406 
examination  in,  406 
isolation  of,  407 

on  Conradi-Drigalski  medium, 

408 
on  Eisner's  potato-extract  gel- 
atin, 407 
on  Endo's  fuchsin-agar,  409 
on  Hiss'  agar-gclatin  media,407 
on     I^K'fHer's    malachite-green 
media,  400 
time  of  appoiiranco  in,  406 
in  unno.  411 
inoculation  of  animals  with,  404 

with  endotoxin  of,  417 
isolation  of,  403 


Typhoid  fever,  bacillus   of,    in   water, 
676 
morphology  of,  399 
pathogenicity  of,  404 
in  animals,  404 
in  man,  404 
staining  of,  399 

suppurative  lesions  due  to,  412 
toxic  products  of,  415 
obtaining  of,  417 
varieties  of: 
endotoxins,  415 
true  toxins,  416 
typhoplasmin,  416 
diagnosis  in,  by  agglutinins  in  blood 
serum,  420 
Widal  test  in,  421 
obtaining  blood  for,  422 
by  bactericidal  substances  in  blood 

serum,  419 
by  bactericidal  tests  in  vivo,  258 
by  opsonic  index,  424 
epidemics  of,  traced  to  milk,  685 
hygienic  considerations  in,  413 
immunization  in,  417 

by  inoculation  with  typhoid  bacilli, 
417 
active,  424 

technique  of  Pfeiffer  and  KoUe 
in,  425 
of  Wright  in,  425 
substances  found  in  blood  after, 
418 
agglutinins  in,  419 
chief  or  major,  420 
group,  420 
bactericidal,  419 
bacteriolytic,  418 
opsonins  in,  424 
precipitins  in,  423 
obtaining  blood  cultures  in,  180 
prophylactic  measures  in,  414 
specific  therapy  in.  424 
transmission  of,  413,  414 
l)y  flies,  415 
from  milk,  414 
from  oysters,  415 
from  water  supply,  414 
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Typhoid  fever,    without  intestinal   le- 
sions, 413 
Tubercle  bacillus,  477 
bacilli  related  to,  493 
Bacillus  butyricus,  496 
bacillus  of  avian  tuberculosis,  494 
cultivation  of,  495 
discovery  of,  484 

morphology  and  staining  of,  495 
susceptibility  of  animals  to,  495 
bacillus  of  bovine  tuberculosis,  493 
early  investigation  of,  493 
cultivation  of,  493 
differentiation    of,    from   human 

type,  494 
morphology  of,  493 
bacillus  of  fish  tul)erculo8is,  495 
bacillus  of  leprosy,  496,  502 
bacillus  of  timothy,  496 
Bacillus  smegmatis,  496 
biological  considerations  of,  482 
chemical  analysis  of,  484 
cultivation  of,  480 

"  Nfihrstoff  Heyden  "  in,  482  . 

media  for,  480 
discovery  of,  7 
early  investigation  of,  477 
examination  for,  by 

animal  inoculation,  175 
by  Ziehl-Neelson  staining  method, 
176 
in  feces,  178 
in  milk,  691 
isolation  of,  480 
leprosy   bacillus   and,   differentiation 

between,  by  stains,  106 
methods  of  staining,  104,  105,  106 
in  sections,  112 
cclloidin.  112 
paraffin,  112 
morphology  of,  477 
pathogenicity  of,  483 
fre^iiiency  in,  483 
mode  of  infection  in,  484 
mortality  in,  483 
preparation  of,  for  agglutination  tent, 

251 
quantitative  analysis  of,  22 


Tubercle  bacillus,  smegma  bacillus  and, 
differentiation  between,  by  stains, 
106 
staining  of,  478 

differentiation    of,  from    acid-fast 
group  by  Pappenheim  s  method 
of,  480 
Ehrlich's    anilin- water-gentian- vio- 
let solution  in,  479 
I  Gabbet  8    decoloration    and    coun- 

I 

terstaining  in,  479 
Ziehl's  carl)ol-fuchsin    solution  in, 
479 
toxins  of,  485 
endotoxins  in,  485 
tuberculins  in,  485 
bouillon  filtr^  (Denys),  487 
"new  tuberculin-harillary  emul- 
sion" (Koch).  487 
"new  tul>erculin"  (Kix?h),  48<l 
original  methiHl  of  making  of, 

486 
present  method  of  making  of, 
486 
"oW  tulwculin"  (Koch),  4K5 
"  tuberculoplasmin  "       ( Huchner 
and  Halm),  487 
Tuberculin.  See  under  Tulx?rclc  InumUun, 

toxins  of 
"  Tuberculoplasmin  "      (Murhner     and 

Hahn),  4S7 
Tuberculosis,  froipiency  of,  4Ki 
immunization  in,  passive,  492 
Maragliano's  senmi  in,  492 
Marmorek's  scrum  in,  493 
mode  of  infection  in,  484 
mortality  of,  48:^ 

tuberculin  in,  diagnoHtic  use  of,  4K7 
cutaneous  reaction  in,  4K9 
in  cattle.  4S9 

ophthalmo  riMirtion  in,  488 
HubcutaneoiiM  injoction  of,  487 
dosage  and  n^artion  in.  488 
therafMMitic  uws  of,  491 
original,  491 
prcwnt,  491 
dosage  in,  492 
preparations  employed  in,  492 
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Ubine,  bacteriologioal  examination  of, 

176 
Urobacillus  liquefaciens,  453 
Uschinsky's  proteid-free  medium,  126 

Vaccine  production,  for  immunization 
in  smallpox,  647 
animals  used  in,  647 
calves  used  for,  647 
cleanliness  observed  in  stabling  of, 

647 
material  used  for  vaccination  of,  648 
vaccination  in,  648 
preparation  of  field  in,  648 
scarifications  in,  648 
vaccinia  vesicles  developed  in,  648 
obtaining  of  vaodne  from,  649 
by  curettag6i  649 
by  ivory  tips,  649 
testing  of  vaccine  in,  for  bacteria,  650 
for  efl5ciency,  649 
Vaccine  therapy  of  Wright,  286 
dosage  for,  288 
opsonic  curve  in,  288 
production  of  vaccines- in,  286 
standardization  of  emulsion  in,  287 
enumeration  of  bacteria  against  red 

blood  cells  in,  287-8 
sterilization  of  vaccine  in,  288 
Variola.     See  Smallpox 
Vegetative  forms  from  bacterial  spores,  17 
"Vibrion    septique."       See     Malignant 

edema,  bacillus  of 
Vincent's  angina,  599 
8pirocha?te  of,  599 
cultivation  of,  601 
fusiform  variety  of,  600 

bacilli    of    other  diseases  resem- 
bling, 602.     See  also  under  Fu- 
siform bacilli 
other  bacilli  accompanying,  602 
spirillum  variety  of,  601 
symptoms  of,  599 
V^inceiit's  spirilla,  staining  of,  108 
Virulence,  definition  of,  18.3 

variations  in,  and  infectiousness,  183 
Virulent  bacteria,  sublethal  doses  of,  in 
immunization,  195 


Vini8  fixe,  in  specific  therapy  of  rabies, 
639 

Waosworth's  method  of  staining  cap- 
sules, 99 
Wassermann  test  for  diagnosis  of  syph- 
ilis, 262 
antigen  for,  262 
determination  of  necessary  quantity 

of,  264 
obtaining    of,    from    alcoholic   ex- 
tracts of  syphilitic  organs,  263 
from  alcohohc  solution  of  normal 

organs,  263 
from    salt-solution    of    ssrphilitic 
Uver,  263 
of  syphilitic  spleen,  262 
preparation  of,  by  Noguchi  meth- 
od, 264 
complement  in,  266 
hemolytic  serum  in,  265 
obtaining  of,  265 
potency  of,  265 
quantity  of,  265 
unit  in,  definition  of,  265 
determination  of,  266 
modifications  of,  268 
Bauer's,  268 
Noguchi's,  270 
preparation  for,  262 
serum  to  be  tested  for  syphilitic  anti- 
body in,  267 
sheep  corpuscles  in,  267 
technique  of,  267 
Water,  bacteria  in,  671 
in  ground  waters,  673 
in  perennial  springs,  674 
in  wells.  673 
in  rain  and  snow,  672 
in  surface  waters,  672 
influence  of  rain  on,  672 
light  and  temperature  factors  in 

purification  of,  673 
self-purification  in,  672 
pathogenic,  671 
of  cholera,  671 
of  diarrheal  diseases,  671 
of  typhoid  fever,  671 
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Water,  bacteria  in,  qualitative  analysb 
of,  676 
isolation  of  cholera  vibrio  in,  678 

Koch's  method  of,  678 
isolation  of  colon  bacillus  in,  679 
isolation  of  typhoid  bacillus  in,  676 
Adam's  and  Chapin's  method 

of,  676 
Drigalski's  method  of,  677 
Parietti's  methoti  of,  677 
Vallet's  method  of,  677 
quantitative  estimations  of,  674 
collecting  of  specimens  for,  674 
colon  bacilli  in,  680 
colon  test  in,  679  ■ 

counting  of  bacilli  in,  680 
counting  in,  676 
incubation  of  specimens  in,  676 
plating  of  specimens  in,  675 
value  of,  676 
in  bacterial  cell,  21 
Welch,  discovery  of  Bacillus  a^rogenes 

capsulatus  by,  469 
Welch's  method  of  staining  capsules,  98 
Welch's     modification     of     Guamieri's 

medium,  129 
Wertheim's  medium  for  cultivation  of 

gonococcus,  381-2 
Winckel's  disease  in  the  newborn    due 

to  colon  bacillus,  394 
Wires  used  in  transfering  bacteria,  141 
Wolflfhiigel  counting  plate,  162 
Wool-sorter's  disease.  5(K} 
Wright's  method  of  anaerobic  cultiva- 
tion of  bacti^ria,  150 
Wright's     modification     of     Buchner's 
pyrogallic   metho<i   of   cultivation   of 
anaerobic  biictt»ria,  153 
Wright's  theory  of  opsonins,  282 
Wright's  vaccine  therapy.     See  Vaccine 
therapy  of  Wright 

Yaws.  0()3 

Yeast  cells,  cultivation  of,  621 
demonstration  of,  620 
mor|)hology  of.  617 
repro<iuction  in,  by  budding,  617 
by  spore  fonnation,  618 


Yeasts,  617 
differentiation  of,  from  other  microor' 

ganisms,  617 
fermentation  by,  618 
industrial  employment  of,  for  fermen- 
tative purposes,  52 
infection  of,  in  animals,  620 
in  man,  619 

cUnical  picture  of,  620 
pathogenic  varieties  of,  621 
Yellow  fever,  654 
clinical  picture  of,  654 
distribution  of,  654 
etiology  of,  654 
immunity  in,  660 

investigation  of,  by  Guiteras  and  Mar- 
choux,    SaUmbeni  and    Simond, 

659 
results  of,  659 
by   Reed,   Carroll,  Agramonte,  and 
Lazear,  656 
results  of.  659 
microorganism   of,   biological  proper- 
ties of,  655 
research  for,  654 
by  Comil  and  Babes,  654 
by  Sanarelli,  655 
by  Sternberg,  655 
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